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PROSTATE - SPECIF IC MEMBRANE ANTIGEN AND TISgS THEREOF 

This application is a continuation-in-part of United 
States Application Serial Nos. 08/466,381 and 
08/470,735, both filed June 2, 1995, which are 
continuations of U.S. Serial No. 08/394,152, filed 
February 24, 1995, the contents of which are hereby 
incorporated by reference. 



This invention disclosed herein was made in part with 
Government support under NIH Grants No. DK47650 and 
CA58192, CA-39203, CA-29502, CA-08748-29 from the 
Department of Health and Human Services. Accordingly, 
the U.S. Government has certain rights in this 
invention. 



20 BACKGROUND OF THE INVENTION 

Throughout this application various references are 
referred to within parentheses. Disclosures of these 
publications in their entireties are hereby 
25 incorporated by reference into this application to more 
fully describe the state of the art to which this 
invention pertains. Full bibliographic citation for 
these references may be found at the end of each set of 
Examples in the Experimental Details section. 

30 

Prostate cancer is among the most significant medical 
problems in the United States, as the disease is now 
the most common malignancy diagnosed in American males. 
In 1992 there were over 132,000 new cases of prostate 
35 cancer detected with over 36 , 000 deaths attributable to 
the disease, representing a 17.3% increase over 4 years 
(2) . Five year survival rates for patients with 
prostate cancer range from 88% for those with localized 
disease to 29% for those with metastatic disease. The 



WO 96/26272 



PCIYUS96/02424 



-2- 

rapid increase in the number of cases appears to result 
in part from an increase in disease awareness as well 
as the widespread use of clinical markers such as the 
secreted proteins prostate-specific antigen (PSA) and 
5 prostatic acid phosphatase (PAP) (37) . 

The prostate gland is a site of significant pathology 
affected by conditions such as benign growth (BPH) , 
neoplasia (prostatic cancer) and infection 

10 (prostatitis) . Prostate cancer represents the second 
leading cause of death from cancer in man (1) . However 
prostatic cancer is the leading site for cancer 
development in men. The difference between these two 
facts relates to prostatic cancer occurring with 

15 increasing frequency as men age, especially in the ages 
beyond 60 at a time when death from other factors often 
intervenes. Also, the spectrum of biologic 

aggressiveness of prostatic cancer is great, so that in 
some men following detection the tumor remains a latent 

20 histologic tumor and does not become clinically 
significant, whereas in other it progresses rapidly, 
metastasizes and kills the man in a relatively short 2- 
5 year period (1,3). 

25 In prostate cancer cells, two specific proteins that 
are made in very high concentrations are prostatic acid 
phosphatase (PAP) and prostate specific antigen (PSA) 
(4, 5, 6). These proteins have been characterized and 
have been used to follow response to therapy. With the 

30 development of cancer, the normal architecture of the 
gland becomes altered, including loss of the normal 
duct structure for the removal of secretions and thus 
the secretions reach the serum. Indeed measurement of 
serum PSA is suggested as a potential screening method 

35 for prostatic cancer. Indeed, the relative amount of 
PSA and/or PAP in the cancer reduces as compared to 
normal or benign tissue. 
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PAP was one of the earliest serum markers for detecting 
metastatic spread (4). PA P hydrolyses tyrosine 
phosphate and has a broad substrate specificity. 
Tyrosine phosphorylation is often increased with 
oncogenic transformation. It has been hypothesized 
that during neoplastic transformation there is less 
phosphatase activity available to inactivate proteins 
that are activated by phosphorylation on tyrosine 
residues. In some instances, insertion of phosphatases 
that have tyrosine phosphatase activity has reversed 
the malignant phenotype. 



PSA is a protease and it is not readily appreciated how 
loss of its activity correlates with cancer development 

15 {5 ' 6) - The proteolytic activity of PSA is inhibited 
by zinc. Zinc concentrations are high in the normal 
prostate and reduced in prostatic cancer. Possibly the 
loss of zinc allows for increased proteolytic activity 
by PSA. As proteases are involved in metastasis and 

20 some proteases stimulate mitotic activity, the 
potentially increased activity of PSA could be 
hypothesized to play a role in the tumors metastases 
and spread (7) . 



Both PSA and PAP are found in prostatic secretions. 
Both appear to be dependent on the presence of 
androgens for their production and are substantially 
reduced following androgen deprivation. 

Prostate-specific membrane antigen (PSM) which appears 
to be localized to the prostatic membrane has been 
identified. This antigen was identified as the result 
of generating monoclonal antibodies to a prostatic 
cancer cell, LNCaP (8) . 

V 
ft 

i 

Dr. Horoszewicz established a cell line designated 
LNCaP from the lymph node of a hormone refractory, 
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heavily pretreated patient (9) . This line was found to 
have an aneuploid human male karyotype. It maintained 
prostatic differentiation functionality in that it 
produced both PSA and PAP. It possessed an androgen 
5 receptor of high affinity and specificity. Mice were 
immunized with LNCaP cells and hybridomas were derived 
from sensitized animals. A monoclonal antibody was 
derived and was designated 7E11-C5 (8) . The antibody 
staining was consistent with a membrane location and 

10 isolated fractions of LNCaP cell membranes exhibited a 
strongly positive reaction with immunoblotting and 
ELISA techniques. This antibody did not inhibit or 
enhance the growth of LNCaP cells in vitro or in vivo. 
The antibody to this antigen was remarkably specific to 

15 prostatic epithelial cells, as no reactivity was 
observed in any other component. Immunohistochemical 
staining of cancerous epithelial cells was more intense 
than that of normal or benign epithelial cells. 

20 Dr. Horoszewicz also reported detection of 
immunoreactive material using 7E11-C5 in serum of 
prostatic cancer patients (8) . The immunoreactivity 
was detectable in nearly 60% of patients with stage D-2 
disease and in a slightly lower percentage of patients 

25 with earlier stage disease, but the numbers of patients 
in the latter group are small. Patients with benign 
prostatic hyperplasia (BPH) were negative. Patients 
with no apparent disease were negative, but 50-60% of 
patients in remission yet with active stable disease or 

30 with progression demonstrated positive serum 
reactivity. Patients with non prostatic tumors did not 
show immunoreactivity with 7E11-C5. 

The 7E11-C5 monoclonal antibody is currently in 
35 cliAical trials. The aldehyde groups of the antibody 
were oxidized and the linker-chelator glycol- tyrosyl - 
(n f e-diethylenetriamine-pentacetic acid) -lysine (GYK- 
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DTPA) was coupled to the reactive aldehydes of the 



patterns were similar except that the CYT-356 modified 
antibody stained skeletal muscle. The comparison of 
CYT-356 with 7E11-C5 monoclonal antibody suggested both 
had binding to type 2 muscle fibers. The reason for 
the discrepancy with the earlier study, which reported 
skeletal muscle to be negative, was suggested to be due 
to differences in" tissue fixation techniques. Still, 
the most intense and definite reaction was observed 
with prostatic epithelial cells, especially cancerous 
cells. Reactivity with mouse skeletal muscle was 
detected with immunohistochemistry but not in imaging 
studies. The Indium 11 '-labeled antibody localized to 
LNCaP tumors grown in nude mice with an uptake of 
nearly 30% of the injected dose per gram tumor at four 
days. In-vivo, no selective retention of the antibody 
was observed in antigen negative tumors such as PC- 3 
and DU-145, or by skeletal muscle. Very little was 
known about the PSM antigen. An effort at purification 
and characterization has been described at meetings by 
Dr. George Wright and colleagues (11, 12) . 



heavy chain (10) . 
designated CYT-356. 



The resulting antibody was 
Immunohistochemical staining 
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BRIEF DESCRIPTION OF THE FIGURES 

Figure 1: Signal in lane 2 represent the lOOkD 

PSM antigen. The EGFr was used as the 
positive control and is shown in lane 
1. Incubation with rabbit antimouse 
(RAM) antibody alone served as negative 
control and is shown in lane 3 . 



10 



15 



20 



Figures 2A-2D: Upper two photos show LNCaP cytospins 
staining positively for PSM antigen. 
Lower left in DU-145 and lower right is 
PC -3 cytospin, both negative for PSM 
antigen expression. 

Figures 3 A- 3D: Upper two panels are human prostate 
sections (BPH) staining positively for 
PSM antigen. The lower two panels show 
invasive prostate carcinoma human 
sections staining positively for 
expression of the PSM antigen. 



25 



Figure 4: lOOkD PSM antigen following 

immunoprecipitation of 35 S -Methionine 
labelled LNCaP cells with Cyt-356 
antibody. 



Figure 5: 3% agarose gels stained with Ethidium 

bromide revealing PCR products obtained 

30 using the degenerate PSM antigen 

primers . The arrow points to sample 
IN- 20, which is a 1.1 kb PCR product 
which was later confirmed to be a 
partial cDNA coding for 

3 5 \ the PSM gene. 



Figures 6A-6B: 2% agarose gels of plasmid DNA 
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resulting from TA cloning of PCR 
products. Inserts are excised from the 
PCR II vector (Invitrogen Corp.) by 
digestion with EcoRI . 1.1 kb PSM gene 
partial cDNA product is shown in lane 3 
of gel 1 . 



Figure 7 ; 



10 



Autoradiogram showing size of cDNA 
represented in applicants' LNCaP 
library using M-MLV reverse 
transcriptase . 



Figure 8; 



15 



Restriction analysis of full-length 
clones of PSM gene obtained after 
screening cDNA library. Samples have 
been cut with Not I and Sal I 
restriction enzymes to liberate the 
insert . 



20 Figure- 9: 



Plasmid" Southern autoradiogram of full 
length PSM gene clones. Size is 
approximately 2.7 kb. 



Figure 10; 



25 



30 



Figure 11: 



35 



Northern blot revealing PSM expression 
limited to LNCaP prostate cancer line 
and H26 Ras- transf ected LNCaP cell 
line. PC-3, DU-145, T-24, SKRC-27, 
HELA, MCF-7, HL-60, and others were are 
all negative . 

Autoradiogram of Northern analysis 
revealing expression of 2.8 kb PSM 
message unique to the LNCaP cell line 
(lane 1) , and absent from the DU-14 5 
(lane 2) and PC-3 cell lines (lane 3) . 
RNA size ladder is shown on the left 
(kb) , and 28S and 18S ribosomal RNA 
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bands are indicated on the right . 

Figures 12A-12B: 

Results of PCR of human prostate 
5 tissues using PSM gene primers. Lanes 

are numbered from left to right. Lane 
1, LNCaP; Lane 2, H26; Lane 3, DU-145; 
Lane 4, Normal Prostate; Lane 5, BPH; 
Lane 6, Prostate Cancer; Lane 7, BPH; 

10 Lane 8, Normal; Lane 9, BPH; Lane 10, 

BPH; Lane 11, BPH; Lane 12, Normal; 
Lane 13, Normal; Lane 14, Cancer; Lane 
15, Cancer; Lane 16, Cancer; Lane 17, 
Normal; Lane 18, Cancer; Lane 19, IN-20 

15 Control; Lane 20, PSM cDNA 

Figure 13: Isoelectric point of PSM antigen (non- 

glycosylated) 

20 Figures 14:1-8 Secondary structure of PSM antigen 

Figures 15A-15B: 

A. Hydrophilicity plot of PSM antigen 

B. Prediction of membrane spanning 
25 segments 

Figures 16:1-11 

Homology with chicken, rat and human 
transferrin receptor sequence. 

30 

Figures 17A-17C: 

Immunohistochemical detection of PSM 
antigen expression in prostate cell 
lines. Top panel reveals uniformly 
35 high level of expression in LNCaP 

; cells; middle panel and lower panel are 

DU-145 and PC-3 cells respectively, 
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5 
10 

Figure 19: 



15 



20 

Figure 20: 



25 



30 
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both negative. 

Autoradiogram of protein gel revealing 
products of PSM coupled in- vitro 
transcription/translation. Non- 
glycosylated PSM polypeptide is seen at 
84 kDa (lane 1) and PSM glycoprotein 
synthesized following the addition of 
microsomes is seen at 100 kDa (lane 2) . 

Western Blot analysis detecting PSM 
expression in transfected non-PSM 
expressing PC-3 cells. 100 kDa PSM 
glycoprotein species is clearly seen in 
LNCaP membranes {lane 1) , LNCaP crude 
lysate (lane 2) , and PSM- transfected 
PC-3 cells (lane 4) , but is 
undetectable in native PC-3 cells (lane 
3) . 

Autoradiogram of ribonuclease 
protection gel assaying for PSM mRNA 
expression in normal human tissues. 
Radiolabeled 1 kb DNA ladder (Gibco- 
BRL) is shown in lane 1. Undigested 
probe is 400 nucleotides (lane 2) , 
expected protected PSM band is 3 50 
nucleotides, and tRNA control is shown 
(lane 3) . A strong signal is seen in- 
human prostate (lane 11) , with very 
faint, but detectable signals seen in 
human brain (lane 4) and human salivary 
gland (lane 12) . 

Autoradiogram of ribonuclease 
protection gel assaying for PSM mRNA 
expression in LNCaP tumors grown in 
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nude mice, and in human prostatic 
tissues. 32 P- labeled 1 kb DNA ladder is 
shown in lane 1. 298 nucleotide 
undigested probe is shown (lane 2) , and 
tRNA control is shown (lane 3) . PSM 
mRNA expression is clearly detectable 
in LNCaP cells (lane 4) , orthotopically 
grown LNCaP tumors in nude mice with 
and without matrigel (lanes 5 and 6), 
aod subcutaneous ly implanted and grown 
LNCaP tumors in nude mice (lane 7) . 
PSM mRNA expression is also seen in 
normal human prostate (lane 8) , and in 
a moderately differentiated human 
prostatic adenocarcinoma (lane 10) . 
Very faint expression is seen in a 
sample of human prostate tissue with 
benign hyperplasia (lane 9) . 

Ribonuclease protection assay for PSM 
expression in LNCaP cells treated with 
physiologic doses of various steroids 
for 24 hours. 32 P-labeled DNA ladder is 
shown in lane 1. 298 nucleotide 
undigested probe is shown (lane 2), and 
tRNA control is shown (lane 3). PSM 
mRNA expression is highest in untreated 
LNCaP cells in charcoal-stripped media 
(lane 4) . Applicant see significantly 
diminished PSM expression in LNCaP 
cells treated with DHT (lane 5), 
Testosterone (lane 6) , Estradiol (lane 
7), and Progesterone (lane 8), with 
little response to Dexamethasone (lane 
9) . 

Data illustrating results of PSM DNA 
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and RNA presence in transfect Dunning 
cell lines employing Southern and 
Northern blotting techniques 



5 Figures 24A-24B: 

Figure A indicates the power of 
cytokine transfected cells to teach 
unmodified cells. Administration was 
directed to the parental flank or 

0 prostate cells. The results indicate 

the microenvironment considerations. 

Figure B indicates actual potency at a 
particular site. The tumor was 

5 implanted in prostate cells and treated 

with immune cells at two different 
sites . 



Figures 25A-25B: 

Relates potency of cytokines in 
inhibiting growth of primary tumors. 
Animals administered un-modified 
parental tumor cells and administered 
as a vaccine transfected cells. 
Following prostatectomy of rodent tumor 
results in survival increase. 



Figure 26: PCR amplification with nested primers 

improved the level of detection of 
prostatic cells from approximately one 
prostatic cell per 10,000 MCF-7 cells 
to better than one cell per million 
MCF-7 cells, using either PSA. 

Figure 27: PCR amplification with nested primers 

improved the level of detection of 
prostatic cells from approximately one 
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prostatic cell per 10,000 MCF-7 cells 
to better than one cell per million 
MCF-7 cells, using PSM-derived primers. 

A representative ethidium stained gel 
photograph for PSM-PCR. Samples run in 
lane A represent PCR products generated 
from the outer primers and samples in 
lanes labeled B are products of inner 
primer pairs. 

PSM Southern blot autoradiograph. The 
sensitivity of the Southern blot 
analysis exceeded that of ethidium 
staining, as can be seen in several 
samples where the outer product is not 
visible on figure 3, but is detectable 
by Southern blotting as shown in figure 
4. 
20 

Figure 30: Characteristics of the 16 patients 

analyzed with respect to their clinical 
stage, treatment, serum PSA and PAP 
values, and results of assay. 

25 

Figures 31A-31D: 

The DNA sequence of the 3 kb Xhol 
fragment of p683 which includes 500 bp 
of DNA from the RNA start site was 
30 determined Sequence 683XFRVS starts 

from the 5' distal end of PSM promoter. 

Figure 32: Potential binding sites on the PSM 

promoter . 

35 

Figur^ 33: Promoter activity of PSM up-stream 

fragment/CAT gene chimera. 



5 Figure 28: 



10 



Figure 29: 



15 
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10 

Figure 35: 



15 



20 



Figure 36: 

25 
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Comparison between PSM and PSM' cDNA. 
Sequence of the 5' end of PSM cDNA (5) 
is shown. Underlined region denotes 
nucleotides which are present in PSM 
cDNA sequence but absent in PSM' cDNA. 
Boxed region represents the putative 
transmembrane domain of PSM antigen. 
* Asterisk denotes the putative 
translation initiation site for PSM' . 

Graphical representation of PSM and 
PSM' cDNA sequences and antisense PSM 
RNA probe (b) . PSM cDNA sequence with 
complete coding region (5) . (a) PSM' 
cDNA sequence from this study. (c) 
Cross hatched and open boxes denote 
sequences identity in PSM and PSM' . 
Hatched box indicates sequence absent 
from PSM' . Regions of cDNA sequence 
complementary to the antisense probe 
are indicated by dashed lines between 
the sequences . 

RNase protection assay with PSM 
specific probe in primary prostatic 
tissues. Total cellular RNA was 
isolated from human prostatic samples: 
normal prostate, BPH, and CaP. PSM and 
PSM' spliced variants are indicated 
with arrows at right. The left lane is 
a DNA ladder. Samples from different' 
patients are classified as: lanes 3-6, 
CaP, carcinoma of prostate; BPH, benign 
prostatic hypertrophy, lanes 7-9; 
normal, normal prostatic tissue, lanes 
10-12. Autoradiograph was exposed for 
longer period to read lanes 5 and 9 . 
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Figure 37: Tumor Index, a quantification of the 

expression of PSM and PSM' . Expression 
of PSM and PSM' (Fig. 3) was quantified 
by densitometry and expressed as a 
ratio of PSM/PSM' on the Y-axis. Three 
samples each were quantitated for 
primary CaP, BPH and normal prostate 
tissues. Two samples were quantitated 
for LNCaP. Normal, normal prostate 
tissue . 



Figure 38: Characterization of PSM membrane bound 

and PSM' in the cytosol. 

15 Figure 39: Intron IF: Forward Sequence. Intron 1 

contains a number of trinucleotide 
repeats which can be area associated 
with chromosomal instability in tumor 
cells. LNCaP cells and primary prostate 

20 tissue are identical, however in the 

PC- 3 and Du-145 tumors they have 
substantially altered levels of these 
trinucleotide repeats which may relate 
to their lack of expression of PSM. 

25 

Figures 40A-40B: 

Intron 1R: Reverse Sequence 

Figure 41: Intron 2F: Forward Sequence 

30 

Figure 42: Intron 2R: Reverse Sequence 

Figures 43A-43B: 

Intron 3F: Forward Sequence 
35 Figures 44A-44B: 

Intron 3R: Reverse Sequence 
Figures 45A-45B: 
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Intron 4F: Forward Sequence 



Figures 46A-46B: 



Intron 4R: Reverse Sequence 



10 



15 



20 



25 



30 



35 



Figures 47A-47D: 

Sequence of the genomic region upstream 
of the 5' transcription start site of 
PSM. 

Figure 48: Photograph of ethidium bromide stained 

gel depicting representative negative 
and positive controls used in the 
study. Samples 1-5 were from, 

respectively: male with prostatis, a 
healthy female volunteer, a male with 
BPH, a control 1:1,000,000 dilution of 
LNCaP cells, and a patient with renal 
cell carcinoma. Below each reaction is 
the corresponding control reaction 
performed with beta-2-microglobulin 
primers to assure RNA integrity. No 
PCR products were detected for any of 
these negative controls. 

Figure 49: Photograph of gel displaying 

representative positive PCR results 
using PSM primers in selected patients 
with either localized or disseminated 
prostate cancer. Sample 1-5 were from, 
respectively: a patient with clinically 
localized stage Tl c disease, a radical 
prostatectomy patient with organ 
confined disease and a negative serum 
PSA, a radical prostatectomy patient 
with locally advanced disease and a 
negative serum PSA, a patient with 
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treated stage D2 disease, and a patient 
with treated hormone refractory 
disease. 



5 Figure 50: 



Chromosomal location of PSM based on 
cosmid construction. 



10 



15 



Figure 51: Human monochromosomal somatic cell 

hybrid blot showing that chromosome 11 
contained the PSM genetic sequence by 
Southern analysis. DNA panel digested 
with PstI restriction enzyme and probed 
with PSM cDNA. Lanes M and H refer to 
mouse and hamster DNAs . The numbers 
correspond to the human chromosomal DNA 
in that hybrid. 



20 



Figure 52: Ribonuclease protection assay using PSM 

radiolabeled RNA probe revels an 
abundant PSM mRNA expression in AT6.1- 
11 clone 1, but not in ATS .1-11 clone 
2, thereby mapping PSM to llpll.2-13 
region . 



25 Figure 53: Tissue specific expression of PSM RNA 

by Northern blotting and RNAse 
protection assay. 



30 



Figure 54: Mapping of the PSM gene to the llpll.2- 

pl3 region of human chromosome 11 by 
southern blotting and in-situ 
hybridization. 



Figure 55 ; 



35 



Schematic 
elements . 



of potential response 



Figure 56; 



Genomic organization of PSM gene. 
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Figure 57: Schematic of metastatic prostate cell 



Figure 58A-58C: 



10 



Nucleic acid of PSM genomic DNA is read 
5 prime away from the transcription 
start site: number on the sequences 
indicates nucleotide upstream from the 
start site. Therefore, nucleotide #121 
is actually -121 using conventional 
numbering system. 



Figure 59: 



15 



Representation of NAAG l, acividin, 
azotomycin, and 6-diazo-5-oxo- 
norleucine, DON. 



Figure 60; 



20 



Preparation of n - 

acetylaspartylglutamate # NAAG 1. 



Figure 61: 



25 



Figure 62; 



3 0 Figure 63: 



Synthesis of N-acetylaspartylglutamate, 
NAAG 1. 



Synthesis of N-phosphonoacetylaspartyl- 
L-glutamate. 



Synthesis of 5-diethylphosphonon-2 
amino benzylvalerate intermediate. 



Figure 64 ; 



35 



Synthesis of analog 4 and 5, 



Figure 65: 
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Representation of DON, analogs 17-20* 



Substrates for targeted drug delivery, 
analog 21 and 22 . 



Figure 67 : 



10 



Dynemycin A and its mode of action. 



Figure 68: 



15 Figure 69 



Figure 70: 



20 



Figure 71; 



Synthesis of analog 28 , 



Synthesis for intermediate analog 28 



Attachment points for PALA. 



Mode of action for substrate 21. 



Figures 72A-72D: 

25 Intron IF: Forward Sequence. 

Figures 73A-73E: 

Intron 1R: Reverse Sequence 

30 Figures 74A-74C: 

Intron 2F: Forward Sequence 



35 



Figures 75A-75C: 

Intron 2R: Reverse Sequence 

Figures 76A-76B: 

Intron 3F: Forward Sequence 
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Figures 77A-77B: 

Intron 3R: Reverse Sequence 

5 Figures 78A-78C: 

Intron 4F: Forward Sequence 

Figures 79A-79E: 

Intron 4RF: Reverse Sequence 

10 

Figure 80: 

PSM genomic organization of the exons 
and 19 intron junction sequences. The 
exon/intron junctions (See Example 15) 
15 are as follows: 





1. 


Exon 


/intron 


1 


at 


bp 389-390; 




2 . 


Exon 


/ intron 


2 


at 


bp 490-491; 




3. 


Exon 


/intron 


3 


at 


bp 681-682; 




4 . 


Exon 


/ intron 


4 


at 


bp 784-785; 


20 


5. 


Exon 


/ intron 


5 


at 


bp 


911-912; 




6. 


Exon 


/intron 


6 


at 


bp 1096-1097; 




7 . 


Exon 


/intron 


7 


at bp 


1190-1191 




8. 


Exon 


/intron 


8 


at 


bp 


1289- 1290 




9. 


Exon 


/intron 


9 


at 


bp 1375-1376; 


25 


10. 


Exon 


/intron 


10 


at 


bp 


1496-1497; 




11. 


Exon 


/intron 


11 


at 


bp 


1579-1580; 




12. 


Exon 


/intron 


12 


at 


bp 


1640-1641; 




13 . 


Exon 


/intron 


13 


at 


bp 


1708-1709; 




14 . 


Exon 


/intron 


14 


at 


bp 


1803-1804; 


30 


15. 


Exon 


/intron 


15 


at 


bp 


1892-1893; 




16 . 


Exon 


/ intron 


16 


at 


bp 


2158-2159; 




17 . 


Exon 


/intron 


17 


at 


bp 


2240-2241; 




18. 


Exon 


/intron 


18 


at 


• bp 


2334-2335; 




19. 


Exon 


/intron 


19 


at 


bp 


2644-2645. 
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SUMMARY OP THE INVENTION 

This invention provides an isolated mammalian nucleic 
acid molecule encoding an alternatively spliced 
5 prostate-specific membrane (PSM') antigen. 

This invention provides an isolated nucleic acid 
molecule encoding a prostate-specific membrane antigen 
promoter. This invention, provides a method of 
10 detecting hematogenous micrometastic tumor cells of a 

subject, and determining prostate cancer progression 

in a subject. 
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Detaile d Description of the Invention 

Throughout this application, references to specific 
nucleotides are to nucleotides present on the coding 
5 strand of the nucleic acid. The following standard 
abbreviations are used throughout the specification to 
indicate specific nucleotides: 

C=cytosine A=adenosine 
!0 T=thymidine ~ G=guanosine 

A "gene" means a nucleic acid molecule, the sequence of 
which includes all the information required for the 
normal regulated production of a particular protein, 
15 including the structural coding sequence, promoters and 
enhancers . 

This invention provides an isolated mammalian nucleic 
acid encoding an alternatively spliced prostate- 
20 specific membrane (PSM' ) antigen. 

This invention provides an isolated mammalian nucleic 
acid encoding a mammalian prostate- specific membrane 
(PSM) antigen. 

25 

This invention further provides an isolated mammalian 
DNA molecule of an isolated mammalian nucleic acid 
molecule encoding an alternatively spliced prostate- 
specific membrane antigen. This invention also 

3 0 provides an isolated mammalian cDNA molecule encoding 
a mammalian alternatively spliced prostate-specific 
membrane antigen. This invention provides an isolated 
mammalian RNA molecule encoding a mammalian 
alternatively spliced prostate-specific cytosolic 

3 5 antigen. 



This invention further provides an isolated mammalian 
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DNA molecule of an isolated mammalian nucleic acid 
molecule encoding a mammalian prostate-specific 
membrane antigen. This invention also provides an 
isolated mammalian cDNA molecule encoding a mammalian 
5 prostate-specific membrane antigen. This invention 
provides an isolated mammalian RNA molecule encoding a 
mammalian prostate-specific membrane antigen. 



In the preferred embodiment of this invention, the 
10 isolated nucleic" sequence is cDNA from human as shown 
in Figures 47A-47D. This human sequence was submitted 
to GenBank (Los Alamos National Laboratory, Los Alamos, 
New Mexico) with Accession Number, M99487 and the 
description as PSM, Homo sapiens, 2653 base-pairs. 

15 

This invention also encompasses DNAs and cDNAs which 
encode amino acid sequences which differ from those of 
PSM or PSM' antigen, but which should not produce 
phenotypic changes. Alternatively, this invention also 
20 encompasses DNAs and cDNAs which hybridize to the DNA 
and cDNA of the subject invention. Hybridization 
methods are well known to those of skill in the art. 

For example, high stringent hybridization conditions 
25 are selected at about 5° C lower than the thermal 
melting point (Tm> for the specific sequence at a 
defined ionic strength and pH. The Tm is the 
temperature (under defined ionic strength and pH) at 
which 50% of ■ the target sequence hybridizes to a 
30 perfectly matched probe. , Typically, stringent 
conditions will be those in which the salt 
concentration is at least about 0.02 molar at pH 7 and 
the temperature is at least about 60°C. As other 
factors may significantly affect the stringency of 
3 5 hybridization, including, among others, base 
composition and size of the complementary strands, the 
presence of organic solvents, ie. salt or formamide 
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concentration, and the extent of base mismatching, the 
combination of parameters is more important than the 
absolute measure of any one. For Example high 
stringency may be attained for example by overnight 
5 hybridization at about 68°C in a 6x SSC solution, 
washing at room temperature with 6x SSC solution, 
followed by washing at about 68°C in a 6x SSC in a 0.6x 
SSX solution. 



10 Hybridization with-moderate stringency may be attained 
for example' by: 1) filter pre-hybridizing and 
hybridizing with a solution of 3x sodium chloride, 
sodium citrate (SSC), 50% formamide, 0 . 1M Tris buffer 
at Ph 7.5, 5x Denhardt's solution; 2.) pre- 

15 hybridization at 37°C for 4 hours; 3) hybridization at 
37°C with amount of labelled probe equal to 3,000,000 
cpm total for 16 hours; 4) wash in 2x SSC and 0.1% SDS 
solution; 5) wash 4x for 1 minute each at room 
temperature at 4x at 60 °C for 3 0 minutes each; and 6) 

20 dry and. expose to film. 

The DNA molecules described and claimed herein are 
useful for the information which they provide 
concerning the amino acid sequence of the polypeptide 

25 and as products for the large scale synthesis of the 
polypeptide by a variety of recombinant techniques. 
The molecule is useful for generating new cloning and 
expression vectors, transformed and transfected 
prokaryotic and eukaryotic host cells, and new and 

30 useful methods for cultured growth of such host cells 
capable of expression of the polypeptide and related 
products . 

Moreover, the isolated mammalian nucleic acid molecules 
3 5 encoding a mammalian prostate-specific membrane antigen 
and the alternatively spliced PSM' are useful for the 
development of probes to study the tumorigenesis of 
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prostate cancer. 

This invention also provides an isolated nucleic acid 
molecule of at least 15 nucleotides capable of 
5 specifically hybridizing with a sequence of a nucleic 
acid molecule encoding the prostate-specific membrane 
antigen or the alternatively spliced prostate specific 
membrane antigen. 

10 This nucleic acid molecule produced can either be DNA 
or RNA. As used herein, the phrase "specifically 
hybridizing" means the ability of a nucleic acid 
molecule to recognize a nucleic acid sequence 
complementary to its own and to form double-helical 

15 segments through hydrogen bonding between complementary 
base pairs. 

This nucleic acid molecule of at least 15 nucleotides 
capable of specifically hybridizing with a sequence of 

20 a nucleic acid molecule encoding the prostate-specific 
membrane antigen can be used as a probe. Nucleic acid 
probe technology is well known to those skilled in the 
art who will readily appreciate that such probes may 
vary greatly in length and may be labeled with a 

25 detectable label, such as a radioisotope or fluorescent 
dye, to facilitate detection of the probe. DNA probe 
molecules may be produced by insertion of a DNA 
molecule which encodes PSM antigen into suitable 
vectors, such as plasmids or bacteriophages, followed 

30 by transforming into suitable bacterial host cells, 
replication in the transformed bacterial host cells and 
harvesting of the DNA probes, using methods well known 
in the art. Alternatively, probes may be generated 
chemically from DNA synthesizers. 

35 

RNA probes may be generated by inserting the PSM 
antigen molecule downstream of a bacteriophage promoter 
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such as T3, T7 or SP6 . Large amounts of RNA probe may 
be produced by incubating the labeled nucleotides with 
the linearized PSM antigen fragment where it contains 
an upstream promoter in the presence of the appropriate 
5 RNA polymerase. 

This invention also provides a nucleic acid molecule of 
at least 15 nucleotides capable of specifically 
hybridizing with a sequence of a nucleic acid molecule 
10 which is complementary to the mammalian nucleic acid 
molecule encoding a mammalian prostate-specific 
membrane antigen. This molecule may either be a DNA or 
RNA molecule . 

15 The current invention further provides a method of 
detecting the expression of a mammalian PSM or PSM' 
antigen expression in a cell which comprises obtaining 
total mRNA from the cell, contacting the mRNA so 
obtained with a labelled nucleic acid molecule of at 

20 least , 15 nucleotides capable of specifically 
hybridizing with a sequence of the nucleic acid 
molecule encoding a mammalian PSM or PSM' antigen under 
hybridizing conditions, determining the presence of 
mRNA hybridized to the molecule and thereby detecting 

25 the expression of the mammalian prostate-specific 
membrane antigen in the cell. The nucleic acid 
molecules synthesized above may be used to detect 
expression of a PSM or PSM' antigen by detecting the 
presence of mRNA coding for the PSM antigen. Total 

30 mRNA from the cell may be isolated by many procedures 
well known to a person of ordinary skill in the art. 
The hybridizing conditions of the labelled nucleic acid 
molecules may be determined by routine experimentation 
well known in the art. The presence of mRNA hybridized 

3 5 to the* probe may be determined by gel electrophoresis 
or other methods known in the art . By measuring the 
amount of the hybrid made, the expression of the PSM 
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antigen by the cell can be determined. The labeling 
may be radioactive. For an example, one or more 
radioactive nucleotides can be incorporated in the 
nucleic acid when it is made. 

5 

In one embodiment of this invention, nucleic acids are 
extracted by precipitation from lysed cells and the 
mRNA is isolated from the extract using an oligo-dT 
column which binds the poly-A tails of the mRNA 

10 molecules (13) The mRNA is then exposed to 

radioactively labelled probe on a nitrocellulose 
membrane, and the probe hybridizes to and thereby 
labels complementary mRNA sequences. Binding may be 
detected by luminescence autoradiography or 

15 scintillation counting. However, other methods for 
performing these steps are well known to those skilled 
in the art, and the discussion above is merely an 
example . 

20 This .invention further provides another method to 
detect expression of a PSM or PSM' antigen in tissue 
sections which comprises contacting the tissue sections 
with a labelled nucleic acid molecule of at least 15 
nucleotides capable of specifically hybridizing with a 
25 sequence of nucleic acid molecules encoding a mammalian 
PSM antigen under hybridizing conditions, determining 
the presence of mRNA hybridized to the molecule and 
thereby detecting the expression of the mammalian PSM 
or PSM' antigen in tissue sections. The probes are 

30 also useful for in-situ hybridization or in order to 
locate tissues which express this gene, or for other 
hybridization assays for the presence of this gene or 
its mRNA in various biological tissues. The in-situ 
hybridization using a labelled nucleic acid molecule is 

35 wel^ known in the art. Essentially, tissue sections 
are incubated with the labelled nucleic acid molecule 
to allow the hybridization to occur. The molecule will 
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carry a marker for the detection because it is 
"labelled", the amount of the hybrid will be determined 
based on the detection of the amount of the marker and 
so will the expression of PSM antigen. 

5 

This invention further provides isolated PSM or PSM' 
antigen nucleic acid molecule operatively linked to a 
promoter of RNA transcription. The isolated PSM or 
PSM' antigen sequence can be linked to vector systems. 

10 Various vectors including plasmid vectors, cosmid 
vectors, bacteriophage vectors and other viruses are 
well known to ordinary skilled practitioners. This 
invention further provides a vector which comprises the 
isolated nucleic acid molecule encoding for the PSM or 

15 PSM' antigen. 

As an example to obtain these vectors, insert and 
vector DNA can both be exposed to a restriction enzyme 
to create complementary ends on both molecules which 

20 base pair with each other and are then ligated together 
with DNA ligase. Alternatively, linkers can be ligated 
to the insert DNA which correspond to a restriction 
site in the vector DNA, which is then digested with the 
restriction enzyme which cuts at that site. Other 

25 means are also available and known to an ordinary 
skilled practitioner. 

In an embodiment, the PSM sequence is cloned in the Not 
I /Sal I site of pSPORT/vector (Gibco® - BRL) . This 

30 plasmid, p55A-PSM, was deposited on August 14, 1992 
with the American Type Culture Collection (ATCC) , 12301 
Parklawn Drive, Rockville, Maryland 20852, U.S.A. under 
the provisions of the Budapest Treaty for the 
International Recognition of the Deposit of 

3 5 Microorganism for the Purposes of Patent Procedure. 

Plasmid, p55A-PSM, was accorded ATCC Accession Number 
75294 . 
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This invention further provides a host vector system 
for the production of a polypeptide having the 
biological activity of the prostate-specific membrane 
antigen. These vectors may be transformed into a 
5 suitable host cell to form a host cell vector system 
for the production of a polypeptide having the 
biological activity of PSM antigen. 

Regulatory elements required for expression include 

10 promoter sequences to bind RNA polymerase and 
transcription initiation sequences for ribosome 
binding. For example, a bacterial expression vector 
includes a promoter such as the lac promoter and for 
transcription initiation the Shine -Dalgarno sequence 

15 and the start codon AUG (14) . Similarly, a eukaryotic 
expression vector includes a heterologous or homologous 
promoter for RNA polymerase II, a downstream 
polyadenylation signal, the start codon AUG, and a 
termination codon for detachment of the ribosome. Such 

20 vectors may be obtained commercially or assembled from 
the sequences described by methods well known in the 
art, for example the methods described above for 
constructing vectors in general. Expression vectors 
are useful to produce cells that express the PSM 

25 antigen. 

This invention further provides an isolated DNA or cDNA 
molecule described hereinabove wherein the host cell is 
selected from the group consisting of bacterial cells 
30 (such as E . coli ) , yeast cells, fungal cells, insect 
cells and animal cells. Suitable animal cells include, 
but are not limited to Vero cells, HeLa cells, Cos 
cells, CV1 cells and various primary mammalian cells. 

35 This, invention further provides a method of producing 
a polypeptide having the biological activity of the 
prostate-specific membrane antigen which comprising 
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growing host cells of a vector system containing the 
PSM antigen sequence under suitable conditions 
permitting production of the polypeptide and recovering 
the polypeptide so produced. 

5 

This invention provides a mammalian cell comprising a 
DNA molecule encoding a mammalian PSM or PSM' antigen, 
such as a mammalian cell comprising a plasmid adapted 
for expression in a mammalian cell, which comprises a 
10 DNA molecule encoding a mammalian PSM antigen and the 
regulatory elements necessary for expression of the DNA 
in the mammalian cell so located relative to the DNA 
encoding the mammalian PSM or PSM' antigen as to permit 
expression thereof. 

15 

Numerous mammalian cells may be used as hosts, 
including, but not limited to, the mouse fibroblast 
cell NIH3T3, CHO cells, HeLa cells, Ltk* cells, Cos 
cells, etc. Expression plasmids such as that described 

20 supra may be used to transfect mammalian cells by 
methods 'well known in the art such as calcium phosphate 
precipitation, electroporation or DNA encoding the 
mammalian PSM antigen may be otherwise introduced into 
mammalian cells, e.g., by microinjection, to obtain 

25 mammalian cells which comprise DNA, e.g., cDNA or a 
plasmid, encoding a mammalian PSM antigen. 

This invention provides a method for determining 
whether a ligand can bind to a mammalian prostate- 

3 0 specific membrane antigen which comprises contacting a 
mammalian cell comprising * an isolated DNA molecule 
encoding a mammalian prostate-specific membrane antigen 
with the ligand under conditions permitting binding of 
ligands to the mammalian prostate-specific membrane 

35 antigen, and thereby determining whether the ligand 
binds r to a mammalian prostate -specific membrane 
antigen. 
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This invention further provides ligands bound to the 
mammalian PSM or PSM' antigen. 

This invention also provides a therapeutic agent 
5 comprising a ligand identified by the above-described 
method and a cytotoxic agent conjugated thereto. The 
cytotoxic agent may either be a radioisotope or a 
toxin. Examples of radioisotopes or toxins are well 
known to one of ordinary skill in the art. 

10 

This invention also provides a method of imaging 
prostate cancer in human patients which comprises 
administering to the patients at least one ligand 
identified by the above-described method, capable of 

15 binding to the cell surface of the prostate cancer cell 
and labelled with an imaging agent under conditions 
permitting formation of a complex between the ligand 
and the cell surface PSM or PSM' antigen. This 
invention further provides a composition comprising an 

20 effective imaging agent of the PSM OR PSM' antigen 
ligand and a pharmaceutically acceptable carrier. 
Pharmaceutical ly acceptable carriers are well known to 
one of ordinary skill in the art. For an example, such 
a pharmaceutically acceptable carrier can be 

25 physiological saline . 

Also provided by this invention is a purified mammalian 
PSM and PSM' antigen. As used herein, the term 
"purified prostate-specific membrane antigen" shall 

30 mean isolated naturally-occurring prostate-specific 
membrane antigen or protein (purified from nature or 
manufactured such that the primary, secondary and 
tertiary conformation, and posttranslational 
modifications are identical to naturally-occurring 

35 material) as well as non-naturally occurring 
polypeptides having a primary structural conformation 
(i.e. continuous sequence of amino acid residues). 
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Such polypeptides include derivatives and analogs. 



This invention provides an isolated nucleic acid 
molecule encoding a prostate-specific membrane antigen 
5 promoter. In one embodiment the PSM promoter has at 
least the sequence as in Figures 58A-58C. 

This invention provides an isolated nucleic acid 
molecule encoding an alternatively spliced prostate- 
10 specific membrane antigen promoter. 

This invention further provides a polypeptide encoded 
by the isolated mammalian nucleic acid sequence of PSM 
and PSM' antigen. 

15 

It is believed that there may be natural ligand 
interacting with the PSM or PSM' antigen. This 
invention provides a method to identify such natural 
ligand or other ligand which can bind to the PSM or 

20 PSM' antigen. A method to identify the ligand 
comprises a) coupling the purified mammalian PSM or 
PSM' antigen to a solid matrix, b) incubating the 
coupled purified mammalian PSM or PSM' protein with the 
potential ligands under the conditions permitting 

25 binding of ligands and the purified PSM or PSM' 
antigen; c) washing the ligand and coupled purified 
mammalian PSM or PSM' antigen complex formed in b) to 
eliminate the nonspecific binding and impurities and 
finally d) eluting the ligand from the bound purified 

30 mammalian PSM or PSM' antigen. The techniques of 
coupling proteins to a solid matrix are well known in 
the art. Potential ligands may either be deduced from 
the structure of mammalian PSM or PSM' by other 
empirical experiments known by ordinary skilled 

3 5 practitioners. The conditions for binding may also 
easily be determined and protocols for carrying such 
experimentation have long been well documented (15) . 
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The ligand-PSM antigen complex will be washed. 
Finally, the bound ligand will be eluted and 
characterized. Standard ligands characterization 
techniques are well known in the art. 

5 

The above method may also be used to purify ligands 
from any biological source. For purification of 
natural ligands in the cell, cell lysates, serum or 
other biological samples will be used to incubate with 
10 the mammalian PSM or PSM' antigen bound on a matrix. 
Specific natural ligand will then be identified and 
purified as above described. 

With the protein sequence information, antigenic areas 
15 may be identified and antibodies directed against these 
areas may be generated and targeted to the prostate 
cancer for imaging the cancer or therapies. 

This invention provides an antibody directed against 
20 the amino acid sequence of a mammalian PSM or PSM' 
antigen. 

This invention provides a method to select specific 
regions on the PSM or PSM' antigen to generate 

25 antibodies. The protein sequence may be determined 
from the PSM or PSM' DNA sequence. Amino acid 

sequences may be analyzed by methods well known to 
those skilled in the art to determine whether they 
produce hydrophobic or hydrophilic regions in the 

30 proteins which they build. In the case of cell 
membrane proteins, hydrophobic regions are well known 
to form the part of the protein that is inserted into 
the lipid bilayer of the cell membrane, while 
hydrophilic regions are located on the cell surface, in 

35 an aqueous environment. Usually, the hydrophilic 
regions will be more immunogenic than the hydrophobic 
regions. Therefore the hydrophilic amino acid 
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10 



sequences may be selected and used to generate 
antibodies specific to mammalian PSM antigen. For an 
example, hydrophilic sequences of the human PSM antigen 
shown in hydrophilicity plot of Figures 16:1-11 may be 
easily selected. The selected peptides may be prepared 
using commercially available machines. As an 
alternative, DNA, such as a cDNA or a fragment thereof, 
may be cloned and expressed and the resulting 
polypeptide recovered and used as an immunogen. 



Polyclonal antibodies against these peptides may be 
produced by immunizing animals using the selected 
peptides. Monoclonal antibodies are prepared using 
hybridoma technology by fusing antibody producing B 

15 cells from immunized animals with myeloma cells and 
selecting the resulting hybridoma cell line producing 
the desired antibody. Alternatively, monoclonal 
antibodies may be produced by in vitro techniques known 
to a person of ordinary skill in the art. These 

20 antibodies are useful, to detect the expression of 
mammalian PSM antigen in living animals, in humans, or 
in biological tissues or fluids isolated from animals 
or humans. . 



In one embodiment, peptides Asp-Glu-Leu-Lys-Ala-Glu 
(SEQ ID No. ), Asn-Glu-Asp-Gly-Asn-Glu (SEQ ID No. ) 
and Lys-Ser-Pro-Asp-Glu-Gly (SEQ ID No. ) of human PSM 
antigen are selected. 

This invention further provides polyclonal and 
monoclonal antibody (ies) against peptides Asp-Glu-Leu- 
Lys-Ala-Glu (SEQ ID No. ), Asn-Glu-Asp-Gly-Asn-Glu 
(SEQ ID No. ) and Lys-Ser-Pro-Asp-Glu-Gly (SEQ ID No. 
) . 

»• 

This invention provides a therapeutic agent comprising 
antibodies or ligand(s) directed against PSM antigen 
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and a cytotoxic agent conjugated thereto or antibodies 
linked enzymes which activate prodrug to kill the 
tumor. The cytotoxic agent may either be a 
radioisotope or toxin. 

5 

This invention provides a method of imaging prostate 
cancer in human patients which comprises administering 
to the patient the monoclonal antibody directed against 
the peptide * of the mammalian PSM or PSM' antigen 

10 capable of binding to the cell surface of the prostate 
cancer cell and labeled with an imaging agent under 
conditions permitting formation of a complex between 
the monoclonal antibody and the cell surface prostate- 
specific membrane antigen. The imaging agent is a 

15 radioisotope such as Indium 111 . 

This invention further provides a prostate cancer 
specific imaging agent comprising the antibody directed 
against PSM or PSM' antigen and a radioisotope 
20 conjugated thereto. 

This invention also provides a composition comprising 
an effective imaging amount of the antibody directed 
against the PSM or PSM' antigen and a pharmaceutical^ 
25 acceptable carrier. The methods to determine effective 
imaging amounts are well known to a skilled 
practitioner. One method is by titration using 
different amounts of the antibody. 

3C This invention further provides an immunoassay for 
measuring the amount of the prostate-specific membrane 
antigen in a biological sample comprising steps of a) 
contacting the biological sample with at least one 
antibody directed against the PSM or PSM' antigen to 

35 form a complex with said antibody and the prostate- 
specific membrane antigen, and b) measuring the amount 
of the prostate-specific membrane antigen in said 
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biological sample by measuring the amount of said 
complex. One example of the biological sample is a 
serum sample. 

5 This invention provides a method to purify mammalian 
prostate-specific membrane antigen comprising steps of 
a) coupling the antibody directed against the PSM or 
PSM' antigen to a solid matrix; b) incubating the 
coupled antibody of a) with lysate containing prostate- 
10 specific membrane antigen under the condition which the 
antibody and prostate membrane specific can bind; c) 
washing the solid matrix to eliminate impurities and d) 
eluting the prostate-specific membrane antigen from the 
coupled antibody. 

15 

This invention also provides a transgenic nonhuman 
mammal which comprises the isolated nucleic acid 
molecule encoding a mammalian PSM or PSM' antigen. 
This invention further provides a transgenic nonhuman 

20 mammal whose genome comprises antisense DNA 
complementary to DNA encoding a mammalian prostate - 
specific membrane antigen so placed as to be 
transcribed into antisense mRNA complementary to mRNA 
encoding the prostate-specific membrane antigen and 

25 which hybridizes to mRNA encoding the prostate specific 
antigen thereby reducing its translation. 



Animal model systems which elucidate the physiological 
and behavioral roles of mammalian PSM or PSM' antigen 
are produced by creating transgenic animals in which 
the expression of the PSM or PSM' antigen is either 
increased or decreased, or the amino acid sequence of 
the expressed PSM antigen is altered, by a variety of 
techniques. Examples of these techniques include, but 
are not limited to: 1) Insertion of normal or mutant 
versions of DNA encoding a mammalian PSM or PSM' 
antigen, by microinjection, electroporation, retroviral 
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transfection or other means well known to those skilled 
in the art, into appropriate fertilized embryos in 
order to produce a transgenic animal (16) or 2) 
Homologous recombination (17) of mutant or normal, 
5 human or animal versions of these genes with the native 
gene locus in transgenic animals to alter the 
regulation of expression or the structure of these PSM 
or PSM' antigen sequences. The technique of homologous 
recombination is well known in the art. It replaces 

10 the native gene with the inserted gene and so is useful 
for producing an animal that cannot express native PSM 
antigen but does express, for example, an inserted 
mutant PSM antigen, which has replaced the native PSM 
antigen in the animal's genome by recombination, 

15 resulting . in undere xpression of the transporter. 
Microinjection adds genes to the genome, but does not 
remove them, and so is useful for producing an animal 
which expresses its own and added PSM antigens, 
resulting in over expression of the PSM antigens. 

20 

One means available for producing a transgenic animal, 
with a mouse as an example, is as follows: Female 
mice are mated, and the resulting fertilized eggs are 
dissected out of their oviducts. The eggs are stored 

25 in an appropriate medium such as Me medium (16) . DNA 
or cDNA encoding a mammalian PSM antigen is purified 
from a vector by methods well known in the art. 
Inducible promoters may be fused with the coding region 
of the DNA to provide an experimental means to regulate 

30 expression of the trans-gene. Alternatively or in 
addition, tissue specific regulatory elements may be 
fused with the coding region to permit tissue-specific 
expression of the trans-gene. The DNA, in an 
appropriately buffered solution, is put into a 

3 5 microinjection needle (which may be made from capillary 
tubing using a pipet puller) and the egg to be injected 
is put in a depression slide. The needle is inserted 
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into the pronucleus of the egg, and the DNA solution is 
injected. The injected egg is then transferred into 
the oviduct of a pseudopregnant mouse (a mouse 
stimulated by the appropriate hormones to maintain 
5 pregnancy but which is not actually pregnant), where it 
proceeds to the uterus, implants, and develops to term. 
As noted above, microinjection is not the only method 
for inserting DNA into the egg cell, and is used here 
only for exemplary purposes. 

10 

Another use of the PSM antigen sequence is to isolate 
homologous gene or genes in different mammals. The gene 
or genes can be isolated by low stringency screening of 
either cDNA or genomic libraries of different mammals 

15 using probes from PSM sequence. The positive clones 
identified will be further analyzed by DNA sequencing 
techniques which are well .known to an ordinary person 
skilled in the art. For example, the detection of 
members of the protein serine kinase family by homology 

20 probing. 

This invention provides a method of suppressing or 
modulating metastatic ability of prostate tumor cells, 
prostate tumor growth or elimination of prostate tumor 

25 cells comprising introducing a DNA molecule encoding a 
prostate specific membrane antigen operatively linked 
to a 5' regulatory element into a tumor cell of a 
subject, in a way that expression of the prostate 
specific membrane antigen is under the control of the 

30 regulatory element, thereby suppressing or modulating 
metastatic ability of prostate tumor cells, prostate 
tumor growth or elimination of prostate tumor cells. 
The subject may be a mammal or more specifically a 
human . 

35 

In one embodiment, the DNA molecule encoding prostate 
specific membrane antigen operatively linked to a 5' 
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regulatory element forms part of a transfer vector 
which is inserted into a cell or organism. In addition 
the vector is capable or replication and expression of 
prostate specific membrane antigen. The DNA molecule 
5 encoding prostate specific membrane antigen cam be 
integrated into a genome of a eukaryotic or prokaryotic 
cell or in a host cell containing and/or expressing a 
prostate specific membrane antigen. 

10 Further, the DNA molecule encoding prostate specific 
membrane antigen may be introduced by a bacterial, 
viral, fungal, animal, or liposomal delivery vehicle. 
Other means are also available and known to an ordinary 
skilled practitioner. 

15 

Further, the DNA molecule encoding a prostate specific 
membrane antigen operatively linked to a promoter or 
enhancer. A number of. viral vectors have been 
described including those made from various promoters 

20 and ' other regulatory elements derived from virus 
sources. Promoters consist of short arrays of nucleic 
acid sequences that interact specifically with cellular 
proteins involved in transcription. The combination of 
different recognition sequences and the cellular 

25 concentration of the cognate transcription factors 
determines the efficiency with which a gene is 
transcribed in a particular cell type. 

Examples of suitable promoters include a viral 
30 promoter. Viral promoters include: adenovirus 

promoter, an simian virus 40 (SV40) promoter, a 
cytomegalovirus (CMV) promoter, a mouse mammary tumor 
virus (MMTV) promoter, a Malony murine leukemia virus 
promoter, a murine sarcoma virus promoter, and a Rous 
35 sarcoma virus promoter. 

Further, another suitable promoter is a heat shock 
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promoter. Additionally, a suitable promoter is a 
bacteriophage promoter. Examples of suitable 

bacteriophage promoters include but not limited to, a 
T7 promoter, a T3 promoter, an SP6 promoter, a lambda 
5 promoter, a baculovirus promoter. 



Also suitable as a promoter is an animal cell . promoter 
such as an interferon promoter, a metallothionein 
promoter, an immunoglobulin prpmoter. A fungal 

10 promoter is also a suitable promoter. Examples of 
fungal promoters include but are not limited to, an 
ADC1 promoter, an ARG promoter, an ADH promoter, a CYC1 
promoter, a CUP promoter, an EN01 promoter, a GAL 
promoter, a PHO promoter, a PGK promoter, a GAPDH 

15 promoter, a mating type factor promoter. Further, 
plant cell promoters and insect cell promoters are also 
suitable for the methods described herein. 



This invention provides a method of suppressing or 
20 modulating metastatic ability of prostate tumor cells, 
prostate tumor growth or elimination of prostate tumor 
cells, comprising introducing a DNA molecule encoding 
a 

prostate specific membrane antigen operatively linked 
25 to a 5' regulatory element coupled with a therapeutic 
DNA into a tumor cell of a subject, thereby suppressing 
or modulating metastatic ability of prostate tumor 
cells, prostate tumor growth or elimination of prostate 
tumor cells. The subject may be a mammal or more 
30 specifically a human. 

Further, the therapeutic DNA which is coupled to the 
DNA molecule encoding a prostate specific membrane 
antigen operatively linked to a 5' regulatory element 
3 5 into a*, tumor cell may code for a cytokine, viral 
antigen, or a pro-drug activating enzyme. Other means 
are also available and known to an ordinary skilled 
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practitioner . 

In addition, this invention provides a prostate tumor 
cell, comprising a DNA molecule isolated from mammalian 
5 nucleic acid encoding a mammalian prostate-specific 
membrane antigen under the control of a prostate 
specific membrane antigen operatively linked to a 5' 
regulatory element. 

10 As used herein, DNA molecules include complementary DNA 
(cDNA) , synthetic DNA, and genomic DNA. 

This invention provides a therapeutic vaccine for 
preventing human prostate tumor growth or stimulation 

15 of prostate tumor cells in a subject, comprising 
administering an effective amount to the prostate cell, 
and a pharmaceutical acceptable carrier, thereby 
preventing the tumor growth or stimulation of tumor 
cells in the subject. Other means are also available 

20 and known to an ordinary skilled practitioner. 

This invention provides a method of detecting 
hematogenous micrometastic tumor cells of a subject, 
comprising (A) performing nested polymerase chain 

25 reaction (PGR) on blood, bone marrow or lymph node 
samples of the subject using the prostate specific 
membrane antigen primers or alternatively spliced 
prostate specific antigen primers, and (B) verifying 
micrometastases by DNA sequencing and Southern 

30 analysis, thereby detecting hematogenous micrometastic 
tumor cells of the subject. The subject may be a mammal 
or more specifically a human. 

The micrometastatic tumor cell may be a prostatic 
35 cancer and the DNA primers may be derived from prostate 
specific antigen. Further, the subject may be 
administered with simultaneously an effective amount of 
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hormones, so as to increase expression of prostate 
specific membrane antigen. Further, growth factors or 
cytokine may be administered in separately or in 
conjunction with hormones. Cytokines include, but are 
5 not limited to: transforming growth factor beta, 
epidermal growth factor (EGF) family, fibroblast growth 
factors, hepatocyte growth factor, insulin-like growth 
factors, B-nerve growth factor, platelet -derived growth 
factor, vascular endothelial growth factor, inter leukin 

10 l, IL-1 receptor antagonist, interleukin 2, interleukin 
3, interleukin 4, interleukin 5, interleukin 6, IL-6 
soluble receptor, interleukin 7, interleukin 8, 
interleukin 9, interleukin 10, interleukin 11, 
interleukin 12, interleukin 13, angiogenin, chemokines, 

15 colony stimulating factors, granulocyte -macrophage 
colony stimulating factors, erythropoietin, interferon, 
interferon gamma, leukemia inhibitory factor, 
oncostatin M, pleiotrophin, secretory leukocyte 
protease inhibitor, stem cell factor, tumor necrosis 

20 factors,, adhesion molecule, and soluble tumor necrosis 
factor (TNF) receptors. 

This invention provides a method of abrogating the 
mitogenic response due to transferrin, comprising 

25 introducing a DNA molecule encoding prostate specific 
membrane antigen operatively linked to a 5' regulatory 
element into a tumor cell, the expression of which gene 
is directly associated with a defined pathological 
effect within a " multicellular organism, thereby 

3 0 abrogating mitogen response due to transferrin. The 
tumor cell may be a prostate cell. 

This invention provides a method of determining 
prostate cancer progression in a subject which 
35 comprises: a) obtaining a suitable prostate tissue 
sample; b) extracting RNA from the prostate tissue 
sample; c) performing a RNAse protection assay on the 
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RNA thereby forming a duplex RNA-RNA hybrid; d) 
detecting PSM and PSM' amounts in the tissue sample; e) 
calculating a PSM/ PSM' tumor index, thereby determining 
prostate cancer progression in the subject. In-situ 
5 hyribridization may be performed in conjunction with 
the above detection method. 

This invention provides a method of detecting prostate 
cancer in a subject which comprises: (a) obtaining 

10 from a subject a "prostate tissue sample; (b) treating 
the tissue sample so as to separately recover nucleic 
acid molecules present in the prostate tissue sample ; 
Cc) contacting the resulting nucleic acid molecules 
with multiple pairs of single -stranded labeled 

15 oligonucleotide primers, each such pair being capable 
of specifically hybridizing to the tissue sample, under 
hybridizing conditions; (d) amplifying any nucleic 
acid molecules to which a pair of primers hybridizes so 
as to obtain a double -stranded amplification product; 

20 (e) treating any such double -stranded amplification 
product so as to obtain single -stranded nucleic acid 
molecules therefrom; (f) contacting any resulting 
single-stranded nucleic acid molecules with multiple 
single-stranded labeled oligonucleotide probes, each 

25 such probe containing the same label and being capable 
of specifically hybridizing with such tissue sample, 
under hybridizing conditions; (g) contacting any 
resulting hybrids with an antibody to which a marker is 
attached and which is capable of specifically forming 

30 a complex with the labeled-probe, when the probe is 
present in such a complex, under complexing conditions; 
and (h) detecting the presence of any resulting 
complexes, the presence thereof being indicative of 
prostate cancer in a subject. 

35 ; r 

This invention provides a method of enhancing antibody 
based targeting of PSM or PSM' in prostate tissue for 
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diagnosis or therapy of prostate cancer comprising 
administering to a patient b-FGF in sufficient amount 
to cause upregulation of PSM or PSM' expression. 



5 This invention provides a method of enhancing antibody- 
based targeting of PSM or PSM' in prostate tissue for 
diagnosis or therapy of prostate cancer comprising 
administering to a patient TGF in sufficient amount to 
cause upregulation of PSM expression or PSM' . 

10 

This invention provides a method of enhancing antibody 
based targeting of PSM or PSM' in prostate tissue for 
diagnosis or therapy of prostate cancer comprising 
administering to a patient EGF in sufficient amount to 
15 cause upregulation of PSM or PSM' expression. 

This invention provides a pharmaceutical composition 
comprising an effective amount of PSM or the 
alternatively spliced PSM and a carrier or diluent. 

20 Further,, this invention provides a method for 
administering to a subject, preferably a human, the 
pharmaceutical composition. Further, this invention 
provides a composition comprising an amount of PSM or 
the alternatively spliced PSM and a carrier or diluent. 

25 Specifically, this invention may be used as a food 
additive. 

The compositions are administered in a manner 
compatible with the dosage formulation, and in a 
30 therapeutically effective amount. Precise amounts of 
active ingredient required to be administered depend on 
the judgment of the practitioner and are peculiar to 
each' subject . 



35 



Suitably regimes for initial administration and booster 
shots are also variable, but are typified by an initial 
administration followed by repeated doses at one or 
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more hour intervals by a subsequent injection or other 
administration . 

As used herein administration means a method of 
5 administering to a subject. Such methods are well 
known to those skilled in the art and include, but are 
not limited to, administration topically, parenterally, 
orally, intravenously, intramuscularly, subcutaneously 
or by aerosol. Administration of PSM may be effected 
10 continuously or intermittently. 



The pharmaceutical formulations or compositions of this 
invention may be in the dosage form of solid, semi- 
solid, or liquid such as, e.g., suspensions, aerosols 
15 or the like. Preferably the compositions are 
administered in unit dosage forms suitable for single 
administration of precise dosage amounts . The 
compositions may also include, depending on the 
formulation desired, pharmaceutically-acceptable, non- 
20 toxic, carriers or diluents, which are defined as 
vehicles commonly used to formulate pharmaceutical 
compositions for animal or human administration. The 
diluent is selected so as not to affect the biological 
activity of the combination. Examples of such diluents 
25 are distilled water, physiological saline, Ringer's 
solution, dextrose solution, and Hank's solution. In 
addition, the pharmaceutical composition or formulation 
may also include other carriers, adjuvants; or 
nontoxic, nontherapeutic , nonimmunogenic stabilizers 
30 and the like. Effective amounts of such diluent or 
carrier are those amounts which are effective to obtain 
a pharmaceutical^ acceptable formulation in terms of 
solubility of components, or biological activity, etc 

35 This-; invention will be better understood from the 
Experimental Details which follow. However, one 
skilled in the art will readily appreciate that the 
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specific methods and results discussed are merely 
illustrative of the invention as described more fully 
in the claims which follow thereafter. 
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EXPERIMENTAL DETAILS 
EXAMPLE 1: 

5 Materials and Methods: The approach for cloning the 
gene involved purification of the antigen by 
immunoprecipitation, and microsequencing of several 
internal peptides for use in synthesizing degenerate 
oligonucleotide primers for subsequent use in the 
10 polymerase chain reaction (19, 20) . A partial cDNA was 
amplified as a PCR product and this was used as a 
homologous probe to clone the full-length cDNA molecule 
from a LNCaP (Lymph Node Carcinoma of Prostate) cell 
line cDNA plasmid library (8) . 

15 

Western Analysis of the PSM Antigen: Membrane proteins 
were isolated from cells by hypotonic lysis followed by 
centrifugation over a sucrose density gradient (21) . 
10-20Mg of LNCaP, DU-145, and PC-3 membrane proteins 
20 were electrophoresed through a 10% SDS-PAGE resolving 
gel with a 4% stacking gel at 9-10 milliamps for 16-18 
hours. Proteins were electroblotted onto PVDF 
membranes (Millipore® Corp.) in transfer buffer (48mM 
Tris base, 39mM Glycine, 20% Methanol) at 25 volts 

25 overnight at 4°C. Membranes were blocked in TSB (0.15M 
NaCl, 0.01M Tris base, 5% BSA) for 30 minutes at room 
temperature followed by incubation with 10-15^g/ml of 
CYT-356 monoclonal antibody (Cytogen Corp.) for 2 
hours. Membranes were then incubated with lO-lS/xg/tnl 

30 of rabbit anti-mouse immunoglobulin (Accurate 
Scientific) for 1 hour at room temperature followed by 
incubation with 125 I -Protein A (Amersham 0 ) at lxlO 6 
cpm/ml at room temperature. Membranes were then washed 
and autoradiographed for 12-24 hours at -70°C (Figure 

35 1) . } 



Immunohistochemical Analysis of PSM Antigen Expression: 

The avidin-biotin method of immunohistochemical 
detection was employed to analyze both human tissue 
sections and cell lines for PSM Antigen expression 
(22) . Cryostat-cut prostate tissue sections (4-6/xm 
thick) were fixed in methanol/acetone for 10 minutes. 
Cell cytospins were made on glass slides using 50,000 
cells/100^1/slide . Samples were treated with 1% 
hydrogen peroxide in PBS for 10-15 minutes in order to 
remove any endogenous peroxidase activity. Tissue 
sections were washed several times in PBS, and then 
incubated with the appropriate suppressor serum for 20 
minutes. The suppressor serum was drained off and the 
sections or cells were then incubated with the diluted 
CYT-356 monoclonal antibody for 1 hour. Samples were 
then washed with PBS and sequentially incubated with 
secondary antibodies (horse or goat immunoglobulins, 
1:200 dilution for 30 minutes), and with avidin-biotin 
complexes (1:25 dilution for 30 minutes) . DAB was used 
as a chrqmogen, followed by hematoxylin counters taining 
and mounting. Frozen sections of prostate samples and 
duplicate cell cytospins were used as controls for each 
experiment. As a positive control, the anti- 
cytokeratin monoclonal antibody CAM 5.2 was used 
following the same procedure described above. Tissue 
sections are considered by us to express the PSM 
antigen if at least 5% of the cells demonstrate 
immunoreactivity. The scoring system is as follows: 
1 = <5%; 2 = 5-19%; 3 = '20-75%; and 4 = >75% positive 
cells. Homogeneity versus heterogeneity was accounted 
for by evaluating positive and negative cells in 3-5 
high power light microscopic fields (400x) , recording 
the percentage of positive cells among 100-500 cells. 
The intensity of immunostaining is graded on a 1+ to 4+ 
scale, J, where 1+ represents mild, 2-3+ represents 
moderate, and 4+ represents intense immunostaining as 
compared to positive controls. 
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Ianxrunoprecipitation of the PSM Antigen: 80% -confluent 
LNCaP cells in 100mm petri dishes were starved in RPMI 
media without methionine for 2 hours, after which 35 S- 
Methionine was added at 100/iCi/ml and the cells were 
5 grown for another 16-18 hours. Cells were then washed 
and lysed by the addition of 1ml of lysis buffer (1% 
Triton X-100, 50mM Hepes pH 7.5, 10% glycerol, 150mM 
MgCl 2 , ImM PMSF, and ImM EGTA) with incubation for 20 
minutes at 4°C. Lysates were pre-cleared by mixing 
10 with Pansorbin® cells (Calbiochem®) for 90 minutes at 
4°C. Cell lysates were then mixed with Protein A 
Sepharose® CL-4B beads (Pharmacia®) previously bound 
with CYT-356 antibody (Cytogen Corp.) and RAM antibody 
(Accurate Scientific) for 3-4 hours at 4°C. 12/zg of 
15 antibody was used per 3mg of beads per petri dish. 

Beads were then washed with HNTG buffer (20mM Hepes pH 
7.5, ISOmM NaCl, 0.1% Triton X-100, 10% glycerol, and 
2mM Sodium Orthovanadate) , resuspended in sample 
loading buffer containing S-mercaptoethanol , denatured 
20 at 95?C for 5-10 minutes and run on a 10% SDS-PAGE gel 
with a 4° stacking gel at 10 milliamps overnight. Gels 
were stained with Coomassie Blue, destained with acetic 
acid/methanol, and dried down in a vacuum dryer at 
60 °C. Gels were then autoradiographed for 16-24 hours 
25 at -70°C (Figures 2A-2D) . 

Immunoprecipitation and Peptide Sequencing: 

The procedure described above for immunoprecipitation 
was repeated with 8 confluent petri dishes containing 

30 approximately 6xl0 7 LNCaP cells. The 
immunoprecipitation product was pooled and loaded into 
two lanes of a 10% SDS-PAGE gel and electrophoresed at 
9-10 milliamps for 16 hours. Proteins were 

electroblotted onto Nitrocellulose BA-8 5 membranes 

35 (Schleicher and Schuell 0 ) for 2 hours at 75 volts at 
4°C in transfer buffer. Membranes were stained with 
Ponceau Red to visualize the proteins and the lOOkD 
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protein band was excised, solubilized, and digested 
proteolytically with trypsin. HPLC was then performed 
on the digested sample on an Applied Biosystems Model 
171C and clear dominant peptide peaks were selected and 
5 sequenced by modified Edman degradation on a modified 
post liquid Applied Biosystems Model 477A 
Protein/Peptide Microsequencer (23) . Sequencing data 
on all of the peptides is included within this 
document. The amino- terminus of the PSM antigen was 

10 sequenced by a similar method which involved purifying 
the antigen by immunoprecipitation and transfer via 
electro-blotting to a PVDF membrane (Millipore®) . 
Protein was analyzed on an Applied Biosystems Model 
477A Protein/Peptide Sequencer and the amino terminus 

15 was found to be blocked , and therefore no sequence data 
could be obtained by this technique. 



PSM Antigen Peptide Sequences: 



20 


2T17 


#5.. 


SLYES(W)TK (SEQ ID No. ) 




2T22 


#9 


(S) YPDGXNLPGG (g) VQR (SEQ ID No. ) 




2T26 


#3 


FYDPMFK (SEQ ID No. ) 




2T27 


#4 


IYNVTGTL (K) (SEQ ID No. ) 




2T34 


#6 


FLYXXTQ I PHLAGTEQNFQLAK (SEQ ID No . ) 


25 


2T3 5 


#2 


G/PVILYSDPADYFAPD/GVK (SEQ ID No. ) 




2T38 


#1 


AFIDPLGLPDRPFYR (SEQ ID No. > 




2T4 6 


#8 


YAGESFPGIYDALFDIESK (SEQ ID No. ) 




2T4 7 


#7 


TILFAS (W) DAEEFGXX (q) STE (e) A(E) . . . (SEQ ID No. 



) 

30 

Notes: X means that no residue could be identified at 
• this position. Capital denotes identification but with 
a lower degree of confidence. (lower case) means 
residue present but at very low levels. ... indicates 
35 sequence continues but has dropped below detection 
limit. 
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All of these peptide sequences were verified to be 
unique after a complete homology search of the 
translated Genbank computer database. 

5 Degenerate PCR: Sense and anti-sense 5'- 
unphosphorylated degenerate oligonucleotide primers 17 
to 20 nucleotides in length corresponding to portions 
of the above peptides were synthesized on an Applied 
Biosystems Model 394A DNA Synthesizer. These primers 

10 have degeneracies" from 32 to 144. The primers used are 
shown below. The underlined amino acids in the 
peptides represent the residues used in primer design. 

Peptide 3 : FYDPMFK (SEQ ID No. ) 

15 

PSM Primer "A" TT(C or T) - TA(C or T) - GA(C or T) - 
CCX - ATG - TT (SEQ ID No. ) 

PSM Primer "B" AAG - ATX - GG (A or G) - TC(A or G) - 
20 TA(A or G) - AA (SEQ ID No. ) 

Primer A is sense primer and B is anti -sense. 
Degeneracy is 32 -fold. 

25 Peptide 4: IYNVTGTL (K) (SEQ ID No . 6) 

PSM Primer «C" AT (T or C or A) - TA(T or C) - AA (T or 
C) - GTX - AT (T or C or A) - GG (SEQ ID No. ) 

30 PSM Primer " D" CC(A or T or G) - ATX - AC(G or A) - 
TT(A or G) - TA(A or G or T) - AT (SEQ ID No. ) 

Primer C is sense primer and D is anti-sense. 
Degeneracy is 144-fold. 
35 f 

Peptide 2: G/PVILYSDPADYFAPD/ GVK (SEQ ID No. ) 
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PSM Primer "E" CCX - GCX - GAIT or C) 
TT (T or C) - GC (SEQ ID No. ) 

PSM Primer "F" GC(G or A) - AA(A or G) - TA (A or G) - 
5 TXC - GCX - GG (SEQ ID No. ) 

Primer E is sense primer and F is antisense primer. 
Degeneracy is 128 -fold. 

10 Peptide 6: FLYXXTQ IPHLA GTEQNFO LAK (SEQ ID No. ) 

PSM Primer "I" ACX - GA (A or G) - CA(A or G) - AA(T or 
C) - TT (T or C) - CA(A or G) - CT {SEQ ID No. ) 

15 PSM Primer "J" AG - (T or C)TG - (A or G)AA - (A or 
G) TT - (T or C)TG - (T or C)TC - XGT (SEQ ID No. ) 

PSM Primer "K" GA(A or G) - CA(A or G) - AA(T or C) - 
TT (T or C) CA(A or G) - CT (SEQ ID No. ) 

20 

PSM Primer "L" AG - (T or C)TG - (A or G)AA - (A or 
G)TT - (T or C) TG - (T or C)TC (SEQ ID No. 22) 

Primers I and K are sense primers and J and L are anti- 
25 sense. I and J have degeneracies of 128 -fold and K and 
L have 32 -fold degeneracy. 

Peptide 7: TILFAS ( W) DAEEFG XX ( a) STE ( e ) A t E ) . . . (SEQ 

ID No. ) 

30 

PSM Primer "M" TGG - GA (T or C) - GCX - GA (A or G) - 
GA (A or G) - TT{C or T) - GG (SEQ ID No. ) 

PSM Primer "N" CC - (G or A)AA - (T or C)TC - (T or 
35 C)TC - £GC - (A or G)TC - CCA (SEQ ID No . ) 

i 

PSM Primer "O" TGG - GA (T or C) - GCX - GA (A or G) - 
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GA(A or G) - TT (SEQ ID No. ) 
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PSM Primer rt P M AA - (T or OTC - (T or C)TC - XGC - (A 
or OTC - CCA (SEQ ID No. ) 

5 

Primers M and 0 are sense primers and N and P are anti- 
sense. M and N have degeneracy of 64 -fold and 0 and P 
are 32 -fold degenerate. 

10 Degenerate PGR wcCs performed using a Perkin-Elmer Model 
480 DNA thermal cycler. cDNA template for the PCR was 
prepared from LNCaP mRNA which had been isolated by 
standard methods of. oligo dT chromatography 
(Collaborative Research) . The cDNA synthesis was 

15 carried out as follows: 

4.5/xl LNCaP poly A+ RNA (2/ig) 

I.OmI Oligo dT primers (0.5/xg) 

4.5ul dH 2 Q 
20 10/xl - 

Incubate at 68 °C x 10 minutes. 
Quick chill on ice x 5 minutes. 

25 Add: 



4/il 


5 x RT Buffer 


2Ml 


0.1M DTT 


iMl 


lOmM dNTPs 


0.5/il 


RNasin (Promega) 


l.Sul 


dH 2 0 


19/zl 





Incubace for 2 minutes at 37 °C. 

Addil/xl Superscript® Reverse Transcriptase (Gibco®-BRL) 
Incubate for 1 hour at 37°C. 
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Add 30/il dHjO. 

Use 2/il per PCR reaction. 

Degenerate PCR reactions were optimized by varying the 
5 annealing temperatures, Mg++ concentrations, primer 
concentrations, buffer composition, extension times and 
number of cycles. The optimal thermal cycler profile 
was: Denaturation at 94 °C x 3 0 seconds, Annealing at 
45-55°C for i minute (depending on the mean T m of the 
10 primers used), and -Extension at 72 °C for 2 minutes. 



S/xl 10 x PCR Buffer* 

5^1- 2.5mM dNTP Mix 

5^1 Primer Mix (containing 0.5-1.0/xg each of 
15 sense and anti- sense primers) 

5^1 lOOmM S-mercaptoethanol 

2 ill LNCaP cDNA template 

Sfil 25mM MgCl 2 (2.5mM final) 

21/xl dH 2 0 

20 2 ill diluted Taq Polymerase (0.5U//xl) 



SQfil total volume 

Tubes were overlaid with 60^1 of light mineral oil and 
amplified for 30 cycles. PCR products were analyzed by 
25 electrophoresing 5/il of each sample on a 2-3% agarose 
gel followed by staining with Ethidium bromide and 
photography. 

* 10x PCR Buffer 
30 166mM NH 4 S0 4 

670mM Tris, pH 8.8 
2mg/ml BSA 

Representative photographs displaying PCR products are 
3 5 shown i^n Figure 5. 



Cloning of PCR Products: In order to further analyze 
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these PCR products, these products were cloned into a 
suitable plasmid vector using "TA Cloning" (Invitrogen 0 
Corp.). The cloning strategy employed here is to 
directly ligate PCR products into a plasmid vector 
5 possessing overhanging T residues at the insertion 
site, exploiting the fact that Taq polymerase leaves 
overhanging A residues at the ends of the PCR products. 
The ligation mixes are transformed into competent E. 
coli cells and resulting colonies are grown up, plasmid 
10 DNA is isolated by the alkaline lysis method (24), and 
screened by restriction analysis (Figures 6A-6B) . 

DNA Sequencing of PCR Products : TA Clones of PCR 
products were then sequenced by the dideoxy method (25) 
15 using Sequenase (U.S. Biochemical). 3-4/zg of each 
plasmid DNA was denatured with NaOH .and ethanol 
precipitated. Labeling reactions were carried out as 
per the manufacturers recommendations using 35 S-ATP, and 
the reactions were terminated as per the same protocol. 

20 Sequencing products were then analyzed on 6% 
polyacrylamide/7M Urea gels using an IBI sequencing 
apparatus. Gels were run at 120 watts for 2 hours. 
Following electrophoresis, the gels were fixed for 15- 
20 minutes in 10% methanol/10% acetic acid, transferred 

25 onto Whatman 3 MM paper and dried down in a Biorad® 
vacuum dryer at 80°C for 2 hours. Gels were then 
autoradiographed at room temperature for 16-24 hours. 
In order to determine whether the PCR products were the 
correct clones, the sequences obtained at the 5' and 3' 

30 ends of the molecules were analyzed for the correct 
primer sequences, as well as adjacent sequences which 
corresponded to portions of the peptides not used in 
the design of the primers. 

3 5 IN-20 was confirmed to be correct and represent a 
partial cDNA for the PSM gene. In this PCR reaction, 
I and N primers were used. The DNA sequence reading 
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f rom the I primer was : 

ACG GAG CAA AAC TTT CAG CTT GCA AAG (SEQ ID No. ) 
T E O N F O L A K (SEQ ID No. ) 

5 

The underlined amino acids were the portion of peptide 
6 that was used to design this sense primer and the 
remaining amino acids which agree with those present 
within the peptide confirm that this end of the 
10 molecule represents- the correct protein (PSM antigen). 

When analyzed the other end of the molecule by reading 
from the N primer the anti- sense sequence was: 

15 CTC TTC GGC ATC CCA GCT TGC AAA CAA AAT TGT TCT (SEQ ID 
No. ) 

Sense (complementary) Sequence: 

20 AGA ACA ATT TTG TTT GCA AGC TGG GAT GCC AAG GAG (SEQ ID 
No. ) 

R T I L F A S W D A E E (SEQ ID 
No. ) 

25 The underlined amino acids here represent the portion 
of peptide 7 used to create primer N. All of the amino 
acids upstream of this primer are correct in the IN- 20 
clone, agreeing with the amino acids found in peptide 
7. Further DNA sequencing has enabled us. to identify 

30 the presence of other PSM peptides within the DNA 
sequence of the positive clone. 

The DNA sequence of this partial cDNA was found to be 
unique when screened on the Genbank computer database . 

35 

cDNA Library Construction and Cloning of Full - Length 
PSM cDNA: A cDNA library from LNCaP mRNA was 
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constructed using the Superscript® plasmid system 
(BRL®-Gibco) . The library was transformed using 
competent DH5-a cells and plated onto 100mm plates 
containing LB plus 100/ig/ml of Carbenicillin . Plates 
were grown overnight at 37°C and colonies were 
transferred to nitrocellulose filters. Filters were 
processed and screened as per Grunstein and Hogness 

(26) , using the l.lkb partial cDNA homologous probe 
which was radiolabeled with 52 P-dCTP by random priming 

(27) . Eight positive colonies were obtained which upon 
DNA restriction and sequencing analysis proved to 
represent full-length cDNA molecules coding for the PSM 
antigen. Shown in Figure 7 is an autoradiogram showing 
the size of the cDNA molecules represented in the 

15 library and in Figure 8 restriction analysis of several 
full-length clones is shown. Figure 9 is a plasmid 
Southern analysis of the samples in Figure 8, showing 
•that they all hybridize to the l.lkb partial cDNA 
probe . 

20 

Both the cDNA as well as the antigen have been screened 
through the Genbank Computer database (Human Genome 
Project) and have been found to be unique. 

25 Northern Analysis of PSM Gene Expression: Northern 
analysis (28) of the PSM gene has revealed that 
expression is limited to the prostate and to prostate 
carcinoma . 

30 RNA samples (either 10^g of total RNA or 2 fig of poly A+ 
RNA) were denatured and electrophoresed through 1.1% 
agarose/formaldehyde gels at 60 milliamps for 6-8 
hours. RNA was then transferred to Nytran® nylon 
membranes (Schleicher and Schuell 0 ) by pressure 

35 blotting in lOx SSC with a Posi-blotter (Stratagene®) . 

RNA was cross -linked to the membranes using a 
Stratalinker (Stratagene®) and subsequently baked in a 
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vacuum oven at 80°C for 2 hours. Blots were pre- 
hybridized at 65°C for 2 hours in prehybridization 
solution (BRL®) and subsequently hybridized for 16 
hours in hybridization buffer (BRL®) containing 1-2 x 
5 10 6 cpm/ml of 32 P-labelled random -primed cDNA probe. 
Membranes were washed twice in Ix SSPE/1% SDS and twice 
in O.lx SSPE/1% SDS at 42 °C. Membranes were then air- 
dried and autoradiographed for 12-36 hours at -70 °C. 

10 PCR Analysis of PSM Gene Expression in Human Prostate 
Tissues: PCR was performed on 15 human prostate samples 
to determine PSM gene expression. Five samples each 
from normal prostate tissue, benign prostatic 
hyperplasia, and prostate cancer were used (histology 

15 confirmed by MSKCC Pathology Department) . 

IQfig of total RNA from each sample was reverse 
transcribed to made cDNA template as previously 
described in section IV. The primers used corresponded 

20 to the 5' and 3' ends of the l.lkb partial cDNA, IN-20, 
and therefore the expected size of the amplified band 
is l.lkb. Since the T m of the primers is 64 °C. PCR 
primers were annealed at 60°C. PCR was carried out for 
3 5 cycles using the same conditions previously 

25 described in section IV. 

LNCaP and H26 - Ras transfected LNCaP (29) were 
included as a positive control and DU-145 as a negative 
control. 14/15 samples clearly amplified the l.lkb 
30 band and therefore express the gene. 

Experimental Results 

The gene which encodes the lOOkD PSM antigen has been 
identified. The complete cDNA sequence is shown in 
35 Sequence ID #1. Underneath that nucleic acid sequence 
is the predicted translated amino acid sequence. The 
total number of the amino acids is 750, ID #2. The 
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hydrophilicity of the predicted protein sequence is 
shown in Figures 16:1-11. Shown in Figures 17A-17C are 
three peptides with the highest point of 
hydrophilicity. They are: Asp-Glu-Leu-Lys-Ala-Glu (SEQ 
5 ID No. ); Asn-Glu-Asp-Gly-Asn-Glu (SEQ ID No. ; and 
Lys-Ser-Pro-Asp-Glu-Gly (SEQ ID No. ) . 

By the method of Klein, Kanehisa and DeLisi, a specific 
membrane -spanning domain is identified. The sequence 
10 is from the amino acid #19 to amino acid #44: Ala-Gly- 
Ala-Leu-Val-Leu-Aal-Gly-Gly-Phe-Phe-Leu-Leu-Gly-Phe- 

Leu-Phe (SEQ ID No. ) . 

This predicted membrane -spanning domain was computed on 
15 PC Gene (computer software program) . This data enables 
prediction of inner and outer membrane domains of the 
PSM antigen which aids in designing antibodies for uses 
in targeting and imaging prostate cancer. 

20 When the PSM antigen sequence with other known 
sequences of the GeneBank were compared, homology 
between the PSM antigen sequence and the transferrin 
receptor sequence were found. The data are shown in 
Figure 18. 

25 

Experimental Discussions 

Potential Uses for PSM Antigen: 

3 0 1. Tumor detection: 

Microscopic: 

Unambiguous tumor designation can be accomplished by 
use of probes for different antigens. For prostatic 
cancer, the PSM antigen probe may prove beneficial. 
3 5 Thus PSM could be used for diagnostic purposes and this 
cbuld be accomplished at the microscopic level using 
in-situ hybridization using sense (control) and 
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antisense probes derived from the coding region of the 
cDNA cloned by the applicants. This could be used in 
assessment of local extraprostatic • extension, 
involvement of lymph node, bone or other metastatic 
5 sites. As bone metastasis presents a major problem in 
prostatic cancer, early detection of metastatic spread 
is required especially for staging. In some tumors 
detection of tumor cells in bone marrow portends a grim 
prognosis and suggests that interventions aimed at 

10 metastasis be tried. Detection of PSM antigen 
expression in bone marrow aspirates or sections may 
provide such early information. PGR amplification or 
in-situ hybridization may be used. Using RT-PCR cells 
in the circulating can be detected by hematogenous 

15 metastasis. 



2. Antigenic site identification 

The knowledge of the cDNA for the antigen also provides 
for the identification of areas that would serve as 

20 good antigens for the development of antibodies for use 
against specific amino acid sequences of the antigen. 
Such sequences may be at different regions such as 
outside, membrane or inside of the PSM antigen. The 
development of these specific antibodies would provide 

25 for immunohistochemical identification of the antigen. 
These derived antibodies could then be developed for 
use, especially ones that work in paraffin fixed 
sections as well as frozen section as they have the 
greatest utility for immunodiagnosis . 

30 ' 

3 . Restriction fragment length polymorphism and 
genomic DNA 

Restriction fragment length polymorphisms (RFLPS) have 
proven to be useful in documenting the progression of 
3 5 genetic damage that occurs during tumor initiation and 
promotion. It may be that RFLP analysis will 
demonstrate that changes in PSM sequence restriction 
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mapping may provide evidence of predisposition to risk 
or malignant potential or progression of the prostatic 
tumor. 

5 Depending on the chromosomal location of the PSM 
antigen, the PSM antigen gene may serve as a useful 
chromosome location marker for chromosome analysis. 

4 . Serum 

10 With the development of antigen specific antibodies, if 
the antigen or selected antigen fragments appear in the 
serum they may provide for a serum marker for the 
- presence of metastatic disease and be useful 
individually or in combination with other prostate 

15 specific markers. 

5 . Imaging 

As the cDNA sequence implies that the antigen has the 
characteristics of a membrane spanning protein with the 

20 majprity of the protein on the exofacial surface, 
antibodies, especially monoclonal antibodies to the 
peptide fragments exposed and specific to the tumor may 
provide for tumor imaging local extension of metastatic 
tumor or residual tumor following prostatectomy or 

25 irradiation. The knowledge of the coding region 
permits the generation of monoclonal antibodies and 
these can be .used in combination to provide for maximal 
imaging purposes. Because the antigen shares a 
similarity with the transferrin receptor based on cDNA 

30 analysis (approximately 54%), it may be that there is 
a specific normal ligand for this antigen and that 
identification of the ligand (s) would provide another 
li means of imaging. 

3 5 6. Isolation of ligands 

T&e PSM antigen can be used to isolate the normal 
ligand(s) that bind to it. These ligand (s) depending 



10 



W ° 96/26272 PCT/US96/02424 

-61- 

on specificity may be used for targeting, or their 
serum levels may be predictive of disease status. if 
it is found that the normal ligand for PSM is a carrier 
molecule then it may be that PSM could be used to bind 
5 to that ligand for therapy purposes (like an iron 
chelating substance) to help remove the ligand from the 
circulation. If the ligand promotes tumor growth or 
metastasis then providing soluble PSM antigen would 
remove the ligand from binding the prostate. Knowledge 
of PSM antigen structure could lend to generation of 
small fragment that binds ligand which could serve the 
same purpose . 

7 . Therapeutic uses 

15 a) Ligands. The knowledge that the cDNA structure of 
PSM antigen shares structural homology with the 
transferrin receptor (54% on the nucleic acid level) 
implies that there may be an endogenous ligand for the 
receptor that may or may not be transf errin-like . 

20 Transferrin is thought to be a ligand that transports 
iron into the cell after binding to the transferrin 
receptor. However, apotransf errin is being reported to 
be a growth factor for some cells which express the 
transferrin receptor (30) . Whether transferrin is a 

25 ligand for this antigen or some other ligand binds to 
this ligand remains to be determined. If a ligand is 
identified it may carry a specific substance such as a 
metal ion (iron or zinc or other) into the tumor and 
thus serve as a means to deliver toxic substances 

3 0 (radioactive or cytotoxic chemical i.e. toxin like 
ricin or cytotoxic alkylating agent or cytotoxic 
prodrug) to the tumor. 

The main metastatic site for prostatic tumor is the 
3 5 bone. The bone and bone stroma are rich in- 
transferrin. Recent studies suggest that this 
microenvironment is what provides the right "soil" for 
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prostatic metastasis in the bone (31) . It may be that 
this also promotes attachment as well, these factors 
which reduce this ability may diminish prostatic 
metastasis to the bone and prostatic metastatic growth 
5 in the bone. 

It was found that the ligand for the new antigen 
(thought to be an oncogene and marker of malignant 
phenotype in breast carcinoma) served to induce 
10 differentiation of breast cancer cells and thus could 
serve as a treatment for rather than promotor of the 
disease. It may be that ligand binding to the right 
- region of PSM whether with natural ligand or with an 
antibody may serve a similar function. 

15 

Antibodies against PSM antigen coupled with a cytotoxic 
agent will be useful to eliminate prostate cancer 
cells. Transferrin receptor antibodies with toxin 
conjugates are cytotoxic to a number of tumor cells as 
20 tumor cells tend to express increased levels of 
transferrin receptor (32) . Transferrin receptors take 
up molecules into the cell by endocytosis. Antibody 
drug combinations can be toxic. Transferrin linked 
toxin can. be toxic. 

25 

b) Antibodies against PSM antigen coupled with a 
cytotoxic agent will be useful to eliminate prostate 
cancer cells. The cytotoxic agent may be a 
radioisotope or toxin as known in ordinary skill of the 

30 art. The linkage of the antibody and the toxin or 
radioisotope can be chemical. Examples of direct 
linked toxins are doxorubicin, chlorambucil, ricin, 
pseudomonas exotoxin etc . , or a hybrid toxin can be 
generated M with specificity for PSM and the other M 

35 with specificity for the toxin. Such a bivalent 
molecule can serve to bind to the tumor and the other 
hi to deliver a cytotoxic to the tumor or to bind to and 
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activate a cytotoxic lymphocyte such as binding to the 
T, - ^ receptor complex. Antibodies of required 
specificity can also be cloned into T cells and by 
replacing the immunoglobulin domain of the T cell 
5 receptor (TcR) ; cloning in the desired MAb heavy and 
light chains; splicing the U h and U L gene segments with 
the constant regions of the a and £ TCR chains and 
transfecting these chimeric Ab/TcR genes in the 
patients' T cells, propagating these hybrid cells and 

10 infusing them -into the patient (33) . Specific 
knowledge of tissue specific antigens for targets and 
generation of MAb' s specific for such targets will help 
make this a usable approach. Because the PSM antigen 
coding region provides knowledge of the entire coding 

15 region, it is possible to generate a number of 
antibodies which could then be used in combination to 
achieve an additive or synergistic ant i- tumor action. 
The antibodies can be linked to enzymes which can 
activate non- toxic prodrugs at its site of the tumor 

20 such as Ab-carboxypeptidase and 4-{bis(2 
chloroethyl) amino) benzoyl -or-glutamic acid and its 
active parent drug in mice (34) . 



It is possible to produce a toxic genetic chimera such 
as TP-40 a genetic recombinant that possesses the cDNA 
from TGF-alpha and the toxic portion of pseudomonas 
exotoxin so the TGF and portion of the hybrid binds the 
epidermal growth factor receptor (EGFR) and the 
pseudomonas portion gets taken up into the cell 
enzymatically arid inactivates the ribosomes ability to 
perform protein synthesis resulting in cell death. 

In addition, once the ligand for the PSM antigen is 
identified, toxin can be chemically conjugated to the 
ligands. Such conjugated ligands can be 

therapeutically useful. Examples of the toxins are 
daunomycin, chlorambucil, ricin, pseudomonas exotoxin, 
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etc. Alternatively, chimeric construct can be created 
linking the cDNA of the ligand with the cDNA of the 
toxin. An example of such toxin, is TGFor and 
pseudomonas exotoxin (35) . 

5 

8 . Others 

The PSM antigen may have other uses. It is well known, 
that the prostate is rich in zinc, if the antigen 
provides function relative to this or other biologic 
10 function the PSM antigen may provide for utility in the 
treatment of other prostatic pathologies such as benign 
hyperplastic growth and/or prostatitis. 

Because purified PSM antigen can be generated, the 
15 purified PSM antigen can be linked to beads and use it 
like a standard "affinity" purification. Serum, urine 
or other biological samples can be used to incubate 
with the PSM antigen bound onto beads. The beads may 
be washed thoroughly and then eluted with salt or pH 
20 gradient. The eluted material is SDS gel purified and 
used as a sample for microsequencing. The sequences 
will be compared with other known proteins and if 
unique, the technique of degenerated PCR can be 
employed for obtaining the ligand. Once known, the 
25 affinity of the ligand will be determined by standard 
protocols (15) . 
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EXAMPLE 2: 

EXPRESSION OF THE PROSTATE SPECIFIC MEMBRANE ANTIGEN 

5 A 2.65 kb complementary DNA encoding PSM was cloned. 
Immunohistochemical analysis of the LNCaP, DU-145, and 
PC- 3 prostate cancer cell lines for PSM expression 
using the 7E11-C5.3 antibody reveals intense staining 
in the LNCaP cells, with no detectable expression in 
10 both the DU-145 and PC-3 cells. Coupled in-vitro 
transcription/ translation of the 2.65 kb full-length 
PSM cDNA yields an 84 kDa protein corresponding to the 
- predicted polypeptide molecular weight of PSM. Post- 
translational modification of this protein with 

15 pancreatic canine microsomes yields the expected 100 
kDa PSM antigen. Following transfection of PC-3 cells 
with the full-length PSM cDNA in a eukaryotic 
expression vector applicant's detect expression of the 
PSM glycoprotein by Western analysis using the 7E11- 

20 C5.3 monoclonal antibody. Ribonuclease protection 
analysis demonstrates that the expression of PSM mRNA 
is almost entirely prostate-specific in human tissues. 
PSM expression appears to be highest in hormone- 
deprived states and is hormonally modulated by 

25 steroids, with DHT downregulating PSM expression in the 
human prostate cancer cell line LNCaP by 8-10 fold, 
testosterone downregulating PSM by 3-4 fold, and 
corticosteroids showing no significant effect. Normal 
and malignant prostatic tissues consistently show high 

30 PSM expression, whereas heterogeneous, and' at times 
absent, from expression of PSM in benign prostatic 
hyperplasia. LNCaP tumors implanted and grown both 
orthotopically and subcutaneously in nude mice, 
abundantly express PSM providing an excellent in-vivo 

35 model system to study the regulation and modulation of 
PSM expression. 
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Materials and Methods: 

Cells and Reagents: The LNCaP, DU-14 5, and PC- 3 cell 
lines were obtained from the American Type Culture 
5 Collection. Details regarding the establishment and 
characteristics of these cell lines have been 
previously published (5A,7A,8A). Unless specified 
otherwise, LNCaP cells were grown in RPMI 1640 media 
supplemented with L-glutamine, nonessential amino 

10 acids, and 5% fetal calf serum (Gibco-BRL, 
Gaithersburg, MD.) in a C0 2 incubator at 37C. DU-14 5 
and PC- 3 cells were grown in minimal essential medium 
supplemented with 10% fetal calf serum. All cell media 
were obtained from the MSKCC Media Preparation 

15 Facility. Restriction and modifying enzymes were 
purchased from Gibco-BRL unless otherwise specified. 

Inmrunohistochemical Detection of PSM: Avidin-biotin 

20 methpd of detection was employed to analyze prostate 
cancer cell lines for PSM antigen expression (9A) . 
Cell cytospins were made on glass slides using 5xl0 4 
cells/lOOul per slide. Slides were washed twice with 
PBS and then incubated with the appropriate suppressor 

25 serum for 20 minutes. The suppressor serum was drained 
off and the cells were incubated with diluted 7E11-C5.3 
(5g/ml) monoclonal antibody for 1 hour. Samples were 
then washed with PBS and sequentially incubated with 
secondary antibodies for 30 minutes and with avidin- 

30 biotin complexes for 30 minutes. Diaminobenzidine 
served as the chromogen and color development followed 
by hematoxylin counterstaining and mounting. Duplicate 
cell cytospins were used as controls for each 
experiment. As a positive control, the anti- 

35 cytokeratin monoclonal antibody CAM 5.2 was used 
following the same procedure described above. Human EJ 
bladder carcinoma cells served as a negative control. 
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In -Vitro Transcription/Translation of PSM Antigen: 

Plasmid 55A containing the full length 2.65 kb PSM cDNA 
in the plasmid pSPORT 1 (Gibco-BRL) was transcribed in- 
vitro using the Promega TNT system (Promega Corp. 
5 Madison, WI) . T7 RNA polymerase was added to the cDNA 
in a reaction mixture containing rabbit reticulocyte 
lysate, an amino acid mixture lacking methionine, 
buffer, and 55 S -Methionine (Amersham) and incubated at 
30C for 90 minutes. Post-translational modification of 
10 the resulting protein was accomplished by the addition 
of pancreatic canine microsomes into the reaction 
mixture (Promega Corp. Madison, WI.). Protein products 
' were analyzed by electrophoresis on 10% SDS-PAGE gels 
which were subsequently treated with Amplify 
15 autoradiography enhancer (Amersham, Arlington Heights, 
IL.) according to the manufacturers instructions and 
dried at 80C in a vacuum dryer. Gels were 
autoradiographed overnight at -70C using Hyperfilm MP 
(Amersham) . 

20 

Transf action of PSM into PC-3 Cells: The full length 
PSM cDNA was subcloned into the pREP7 eukaryotic 
expression vector (Invitrogen, San Diego, CA.). 
Plasmid DNA was purified from transformed DH5 -alpha 
25 bacteria (Gibco-BRL) using Qiagen maxi-prep plasmid 
isolation columns (Qiagen Inc., Chatsworth, CA.). 
Purified plasmid DNA (6-10g) was diluted with 900ul of 
Optimem media (Gibco-BRL) and mixed with 30ul of 
Lipofectin reagent (Gibco-BRL) which had been 

30 previously diluted with 9001 of Optimem media. This 
mixture was added to T-75 flasks of 40-50% .confluent 
PC-3 cells in Optimem media. After 24-36 hours, cells 
were trypsinized and split into 100mm dishes 
containing RPMI 1640 media supplemented with 10% fetal 

35 calf serum and 1 mg/ml of Hygromycin B (Calbiochem, La 
• r Jolla, CA.). The dose of Hygromycin B used was 
previously determined by a time course/dose response 
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cytocoxicity assay. Cells were maintained in -.his 
media for 2-3 weeks with changes of media and 
Hygromycin B every 4-5 days until discrete colonies 
appeared. Colonies were isolated using 6mm cloning 
5 cylinders and expanded in the same media. As a 
control, PC-3 cells were also transfected with the 
pREP7 plasmid alone. RNA was isolated from the 
transfected cells and PSM mRNA expression was detected 
by both RNase Protection analysis (described later) and 
10 by Northern analysis. 

Western Blot Detection of PSM Expression: Crude protein 
lysates were isolated from LNCaP, PC-3, and PSM- 
transfected PC-3 cells as previously described (10A) . 

15 LNCaP cell membranes were also isolated according to 
published methods (10A) . Protein concentrations were 
quantitated by the Bradford method using the BioRad 
protein reagent kit (BioRad, Richmond, CA.). Following 
denaturation, 20ptg of protein was electrophoresed on a 

20 10% SDS-PAGE gel at 25 mA for 4 hours. Gels were 
electroblotted onto Immobilon P membranes (Millipore, 
Bedford, MA.) overnight at 4C. Membranes were blocked 
in 0.15M NaCl/O.OlM Tris-HCl <TS) plus 5% BSA followed 
by a 1 hour incubation with 7E11-C5.3 monoclonal 

25 antibody (lO^g/ml) . Blots were washed 4 times with 
0.15M NaCl/O.OlM Tris-HCl/0 . 05% Triton-X 100 (TS-X) and 
incubated for 1 hour with rabbit anti-mouse IgG 
(Accurate Scientific, Westbury, N.Y.) at a 
concentration of lOjzg/ml. 

30 

Blots were then washed 4 times with TS-X and labeled 
with 125 I-Protein A (Amersham, Arlington Heights, IL.) 
at a concentration of 1 million cpm/ml . Blots were 
then washed 4 times with TS-X and dried on Whatman 3 MM 
3 5 paper, followed by overnight autoradiography at -70C 
using Hyperf ilm MP (Amersham) . 
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Orthotopic and Subcutaneous LNCaP Tumor Growth in Nude 
Mice: LNCaP cells were harvested from sub-confluent 
cultures by a one minute exposure to a solution of 
0.25% trypsin and 0.02% EDTA. Cells were resuspended 
5 in RPMI 1640 media with 5% fetal bovine serum, washed 
and diluted in either Matrigel (Collaborative 
Biomedical Products, Bedford, MA.) or calcium and 
magnesium-free Hank's balanced salt solution (HBSS) . 
Only single cell suspensions with greater than 90% 
10 viability by^ trypan blue exclusion were used for in 
vivo injection. Male athymic Swiss (nu/nu) nude mice 
4-6 weeks of age were obtained from the Memorial Sloan - 
Kettering Cancer Center Animal Facility. For 
subcutaneous tumor cell injection one million LNCaP 
15 cells resuspended in 0.2 mis. of Matrigel were injected 
into the hindlimb of each mouse using a disposable 
syringe fitted with a 28 gauge needle. For orthotopic 
injection, mice were first anesthetized with an 
intraperitoneal injection of Pentobarbital and placed 
20 in the supine position. The abdomen was cleansed with 
Betadine and the prostate was exposed through a midline 
incision. 2.5 million LNCaP tumor cells in 0.1 ml. 
were injected directly into either posterior lobe using 
a 1 ml disposable syringe and a 28 gauge needle. LNCaP 
25 cells with and without Matrigel were injected. 
Abdominal closure was achieved in one layer using 
Autoclip wound clips (Clay Adams, Parsippany, N.J.). 
Tumors were harvested in 6-8 weeks, confirmed 
histologically by faculty of the Memorial Sloan- 
30 Kettering Cancer Center Pathology Department, and 
frozen in liquid nitrogen for subsequent RNA isolation. 

RNA Isolation: Total cellular RNA was isolated from 
cells and tissues by standard techniques (11,12) as 
35 well as by using RNAzol B . (Cinna/Biotecx, Houston, 
■TX.). RNA concentrations and quality were assessed by 
UV spectroscopy on a Beckman DU 64 0 spectrophotometer 
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and by gel analysis. Human tissue total RNA samples 
were purchased from Clontech Laboratories, Inc., Palo 
Alto, CA. 



10 



20 



Ribonuclease Protection Assays: A portion of the PSM 
cDNA was subcloned into the plasmid ' vector pSPORT 1 
(Gibco-BRL) and the orientation of the cDNA insert 
relative to the flanking T7 and SP6 RNA polymerase 
promoters was verified by restriction analysis. 
Linearization of this plasmid upstream of the PSM 
insert followed by transcription with SP6 RNA 
polymerase yields a 400 nucleotide antisense RNA probe, 
-of which 350 nucleotides should be protected from RNase 
digestion by PSM RNA. This probe was used in Figure 
15 20. Plasmid IN-20, containing a 1 kb partial PSM cDNA 
in the plasmid pCR II (Invitrogen) was also used for 
riboprobe synthesis. IN-20 linearized with Xmn I 
(Gibco-BRL) yields a 298 nucleotide anti-sense RNA 
probe when transcribed using SPG RNA polymerase, of 
which 260 nucleotides should be protected from RNase 
digestion by PSM mRNA. This probe was used in Figures 
21 and 22. Probes were synthesized using SP6 RNA 
polymerase (Gibco-BRL) , rNTPs (Gibco-BRL) , RNAsin 
(Promega), and 32 P-rCTP (NEN, Wilmington, DE.) according 
25 to published protocols (13). Probes were purified over 
NENSORB 20 purification columns (NEN) and approximately 
1 million cpm of purified, radiolabeled PSM probe was 
mixed with 10/x of each RNA and hybridized overnight at 
45C using buffers and reagents from the RPA II kit 
30 (Ambion, Austin, TX) . Samples were processed as per 
manufacturer's instructions and analyzed on 5% 
polyacrilamide/7M urea denaturing gels using Seq ACRYL 
reagents (ISS, Natick, MA.). Gels were pre-heated to 
55C and run for approximately 1-2 hours at 25 watts. 
35 Gels were then fixed for 30 minutes in 10% methanol/10% 
acetic acid, dried onto Whatman 3 MM paper at 80C in a 
BioRad vacuum dryer and autoradiographed overnight with 
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Hyperf ilm MP (Amersham) . Quantitation of PSM 

expression was determined by using a scanning laser 
densitometer (LKB, Piscataway, N J . ) . 

5 Steroid Modulation Experiment: LNCaP cells (2 million) 
were plated onto T-75 flasks in RPMI 1640 media 
supplemented with 5% fetal calf serum and grown 24 
hours until approximately 30-40% confluent. Flasks 
were then washed several times with phophate-buf f ered 

10 saline and RPMI medium supplemented with 5% charcoal - 
extracted serum was added. Cells were then grown for 
another 24 hours, at which time dihydrotesterone, 
testosterone, estradiol, progesterone, and 
dexamethasone (Steraloids Inc., Wilton, NH.) were added 

15 at a final concentration of 2 nM. Cells were grown for 
another 24 hours and RNA was then harvested as 
previously described and PSM expression analyzed by 
ribonuclease protection analysis. 



20 



30 



Experime ntal Results 



Immunohistochemical Detection of PSM: Using the 7E11- 
C5.3 anti-PSM monoclonal antibody,. PSM expression is 
25 clearly detectable in the LNCaP prostate cancer cell 
line, but not in the PC-3 and DU-145 cell lines 
(Figures 17A-17C) . All normal and malignant prostatic 
tissues analyzed stained positively for PSM expression. 



In-Vitro Transcription/Translation of PSM Antigen: As 

shown in Figure 18, coupled in- vitro transcription/ 
translation of the 2.65 kb full-length PSM cDNA yields 
an 84 kDa protein species in agreement with the 
expected protein product from the 750 amino acid PSM 
35 open reading frame. Following post- translational 
modification using pancreatic canine microsomes were 
obtained a 100 kDa glycosylated protein species 
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consistent with the mature, native PSM antigen. 

Detection of PSM Antigen in LNCaP Cell Membranes and 
Tranafected PC-3 Cells: PC-3 cells transfected with the 
full length PSM cDNA in the pR£P7 expression vector 
were assayed for expression of SM mRNA by Northern 
analysis. A clone with high PSM mRNA expression was 
selected for PSM antigen analysis by Western blotting 
using the 7E11-C5.3 antibody. In Figure 19, the 100 
kDa PSM antigen Is well expressed in LNCaP cell lysate 
and membrane fractions, as well as in PSM- transfected 
PC-3 cells but not in native PC-3 cells. This 
detectable expression in the transfected PC-3 cells 
proves that the previously cloned 2.65 kb PSM cDNA 
encodes the antigen recognized by the 7E11-C5.3 anti- 
prostate monoclonal antibody. 

PSM mRNA Expression: Expression of PSM mRNA in normal 
human tissues was analyzed using ribonuclease 
protection assays. Tissue expression of PSM appears 
predominantly within the prostate, with very low levels 
of expression detectable in human brain and salivary 
gland (Figure 20) . No detectable PSM mRNA expression 
was evident in non-prostatic human tissues when 
analyzed by Northern analysis. On occasion it is noted 
that detectable PSM expression in normal human small 
intestine tissue, however this mRNA expression is 
variable depending upon the specific riboprobe used. 
All samples of normal human prostate and human 
prostatic adenocarcinoma assayed have revealed clearly 
detectable PSM expression, whereas generally decreased 
or absent expression of PSM in tissues exhibiting 
benign hyperplasia {Figure 21) . In human LNCaP tumors 
grown both orthotopically and subcutaneously in nude 
mice abundant PSM expression with or without the use of 
matrigel, which is required for the growth of 
subcutaneously implanted LNCaP cells was detected 
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{Figure 21) . PSM mRNA expression is distinctly 
modulated by the presence of steroids in physiologic 
doses (Figure 22) . DHT downregulated expression by 8- 
10 fold after 24 hours and testosterone diminished PSM 
5 expression by 3-4 fold. Estradiol and progesterone 
also downregulated PSM expression in LNCaP cells, 
perhaps as a result of binding to the mutated androgen 
receptor known to exist in the LNCaP cell. Overall, 
PSM expression is highest in the untreated LNCaP cells 

10 grown in steroid-depleted media, a situation that 
simulates the hormone -deprived (castrate) state in- 
vivo. This experiment was repeated at steroid dosages 
ranging from 2-200 nM and at time points from 6 hours 
to 7 days with similar results; maximal downregulation 

15 of PSM mRNA was seen with DHT at 24 hours at doses of 
2-20 nM. 



Experimenta l Discussion 

20 Previous research has provided two valuable prostatic 
bio-markers, PAP and PSA, both of which have had a 
significant impact on the diagnosis, treatment, and 
management of prostate malignancies. The present work 
describing the preliminary characterization of the 

25 prostate-specific membrane antigen (PSM) reveals it to 
be a gene with many interesting features. PSM is 
almost entirely prostate-specific as are PAP and PSA, 
and as such may enable further delineation of the 
unique functions and behavior of the prostate. .The 

30 predicted sequence of the PSM protein (3) and its 
presence in the LNCaP cell membrane as determined by 
Western blotting and immunohistochemistry , indicate 
that it is an integral membrane protein. Thus, PSM 
provides an attractive cell surface epitope for 
3 5 antibody-directed diagnostic imaging and cytotoxic 
targeting modalities (14). The ability to synthesize 
the PSM antigen in- vitro and to produce tumor 
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xenografts maintaining high levels of PSM expression 
provides us with a convenient and attractive model 
system to further study and characterize the regulation 
and modulation of PSM expression. Also, the high level 
of PSM expression in the LNCaP cells provides an 
excellent in-vitro model system. Since PSM expression 
is hormonally- responsive to steroids and may be highly 
expressed in hormone -refractory disease (15) . The 
detection of PSM mRNA expression in minute quantities 
in brain, salivary gland, and small intestine warrants 
further investigation, although these tissues were 
negative for expression of PSM antigen by 
immunohistochemistry using the 7E11-C5.3 antibody (16). 
In all of these tissues, particularly small intestine, 
15 mRNA expression using a probe corresponding to a region 
of the PSM cDNA near the 3' end, whereas expression 
when using a 5' end PSM probe was not detected. These 
results may indicate that the PSM mRNA transcript 
undergoes alternative splicing in different tissues. 



10 



20 



Applicants approach is based on prostate tissue 
specific promotor: enzyme or cytokine chimeras. 
Promotor specific activation of prodrugs such as non 
toxic gancyclovir which is converted to a toxic 

25. metabolite by herpes simplex thymidine kinase or the 
prodrug 4- (bis (2chloroethyl) amino) benzoyl-l-glutamic 
acid to the benzoic acid mustard alkylating agent by 
the pseudomonas carboxy peptidase G2 was examined. As 
these drugs are activated by the enzyme (chimera) 

30 specifically in the tumor the active drug is released 
only locally in the tumor environment, destroying the 
surrounding tumor cells. Promotor specific activation 
of cytokines such as IL-12, IL-2 or GM-CSF for 
activation and specific antitumor vaccination is 

35 examined. Lastly the tissue specific promotor 
activation of cellular death genes may also prove to be 
useful in this area. 



WO 96/26272 



PCT/US96/02424 



-80- 

Gene Therapy Chimeras: The establishment of "chimeric 
DNA" for gene therapy requires the joining of different 
segments of DNA together to make a new DNA that has 
characteristics of both precursor DNA species involved 
5 in the linkage. In this proposal the two pieces being 
linked involve different functional aspects of DNA, the 
promotor region which allows for the reading of the DNA 
for the formation of mRNA will provide specificity and 
the DNA sequence coding for the mRNA will provide for 
10 therapeutic functional DNA. 

DNA-Specif led Enzyme or Cytokine mRNA: When effective, 
antitumor drugs can cause the regression of very large 
amounts of tumor. The main requirements for antitumor 

15 drug activity is the requirement to achieve both a long 
enough time (t) and high enough concentration (c) (cxt) 
of exposure of the tumor to the toxic drug to assure 
sufficient cell damage for cell death to occur. The 
drug also must be "active" and the toxicity for the 

20 tumor greater than for the hosts normal cells (22) . 
The availability of the drug to the tumor depends on 
tumor blood flow and the drugs diffusion ability. 
Blood flow to the tumor does not provide for 
selectivity as blood flow to many normal tissues is 

25 often as great or greater than that to the tumor. The 
majority of chemotherapeutic cytotoxic drugs are often 
as toxic to normal tissue as to tumor tissue. Dividing 
cells are often more sensitive than non-dividing normal 
cells, but in many slow growing solid tumors, such as 

30 prostatic cancer this does not provide for antitumor 
specificity (22) . 

Previously a means to increase tumor specificity of 
antitumor drugs was to utilize tumor associated enzymes 
35 to activate nontoxic prodrugs to cytotoxic agents (19) . 
A* r problem with this approach was that most of the 
enzymes found in tumors were not totally specific in 
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cheir activity and similar substrate active enzymes or 
the same enzyme at only slightly lower amounts was 
found in other tissue and thus normal ' tissues were 
still at risk for damage. 

5 

To provide absolute specificity and unique activity, 
viral, bacterial and fungal enzymes which have unique 
specificity for selected prodrugs were found which were 
not present in human or other animal cells. Attempts 
10 to utilize enzymes such as herpes simplex thymidine 
kinase , bacterial cytosine deaminase and 
carboxypeptidase G-2 were linked to antibody targeting 
-systems with modest success (19) . Unfortunately, 
antibody targeted enzymes limit the number of enzymes 
15 available per cell. Also, most antibodies do not have 
a high tumor target to normal tissue ratio thus normal 
tissues are still exposed reducing the specificity of 
these unique enzymes. Antibodies are large molecules 
that have poor diffusion properties and the addition of 
the enzymes molecular weight further reduces the 
antibodies diffusion . 



20 



Gene therapy could produce the best desired result if 
it could achieve the specific expression of a protein 
25 in the tumor and not normal tissue in order that a high 
local concentration of the enzyme be available for the 
production in the tumor environment of active drug 
(21) . 

3 0 Cytokines: 

Results demonstrated that tumors such as the bladder 
and prostate were not immunogenic, that is the 
administration of irradiated tumor cells to the animal 
prior to subsequent administration of non- irradiated 

3 5 tumor cells did not result in a reduction of either the 
number of tumor cells to produce a tumor nor did it 
reduce the growth rate of the tumor. But if the tumor 
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was transfected with a retrovirus and secreted large 
concentrations of cytokines such as 11-2 then this 
could act as an antitumor vaccine and could also reduce 
the growth potential of an already established and 
5 growing tumor. IL-2 was the best, GM-CSF also had 
activity whereas a number of other cytokines were much 
less active. In clinical studies just using IL-2 for 
immunostimulation, very large concentrations had to be 
given which proved to be toxic. The key to the success 

10 of the cytokine gene modified tumor cell is that- the 
cytokine is produced at the tumor site locally and is 
not toxic and that it stimulates immune recognition of 
the tumor and allows specific and non toxic recognition 
and destruction of the tumor. The exact mechanisms of 

15 how IL-2 production by the tumor cell activates immune 
recognition is not fully understood, but one 
explanation is that it bypasses the need for cytokine 
production by helper T cells and directly stimulates 
tumor antigen activated cytotoxic CD8 cells. 

20 Activation of antigen presenting cells may also occur. 

Tissue Promotor-Specif ic Chimera DNA Activation 

Non-Prostatic Tumor Systems: 

25 It has been observed in non-prostatic tumors that the 
use of promoter specific activation can selectively 
lead to tissue specific gene expression of the 
transfected gene. In melanoma the use of the 
tyrosinase promotor which codes for the enzyme 

30 responsible for melanin expression produced over a 50 
fold greater expression of the promotor driven reporter 
gene expression in melanoma cells and not non melanoma 
cells. Similar specific activation was seen in the 
melanoma cells transfected when they were growing in 

3 5 mice. In that experiment no non-melanoma or melanocyte 
dell expressed the tyrosinase drive reporter gene 
product. The research group at Welcome Laboratories 
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have cloned and sequenced the promoter region of the 
gene coding for carcinoembryonic antigen (CEA) . CEA is 
expressed on colon and colon carcinoma cells but 
specifically on metastatic. A gene chimera was 
5 generated which cytosine deaminase. Cytosine deaminase 
which converts 5 f lurorocytosine into 5 fluorouracil 
and observed a large increase in the ability to 
selectively kill CEA promotor driven colon tumor cells 
but not normal liver cells. In vivo they observed that 

10 bystander tumor" cells which were not transfected with 
the cytosine deaminase gene were also killed, and that 
there was no toxicity to the host animal as the large 
-tumors were regressing following treatment. Herpes 
simplex virus, (HSV) , thymidine kinase similarly 

15 activates the prodrug gancyclovir to be toxic towards 
dividing cancer cells and HSV thymidine . kinase has been 
shown to be specifically activatable by tissue specific 
promoters . 



20 



25 



Prostatic Tumor Systems: The therapeutic key to 
effective cancer therapy is to achieve specificity and 
spare the patient toxicity. Gene therapy may provide 
a key part to specificity in that non-essential tissues 
such as the prostate and prostatic tumors produce 
tissue specific proteins, such as acid phosphatase 
(PAP) , prostate specific antigen (PSA), and a gene 
which was cloned, prostate-specific membrane antigen 
(PSM) . Tissues such as the prostate contain selected 
tissue specific transcription factors . which are 
responsible for binding to the promoter region of the 
DNA of these tissue specific mRNA. The promoter for 
PSA has been cloned. Usually patients who are being 
treated for metastatic prostatic cancer have been put 
on androgen deprivation therapy which dramatically 
35 reduces the expression of mRNA for PSA. PSM on the 
othek- hand increases in expression with hormone 
deprivation which-means it would be even more intensely 
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expressed on patients being treated with hormone 
therapy. 
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EXAMPLE 3; 

Sensitive Detection of Prostatic tocrenmi* 

Micrometaataaes Us ing PSA and PSM-Derived Primers in 
5 the Pol ymerase Chain Reaction 

A PCR-based assay was developed enabling sensitive 
detection of hematogenous micrometastases in patients 
with prostate cancer. "Nested PCR", was performed by 

10 amplifying mRNA sequences unique to prostate-specific 
antigen and to the prostate -specific membrane antigen, 
and have compared their respective results. 
Micrometastases were detected in 2/30 patients {6.7%) 
by PCR with PSA-derived primers, while PSM-derived 

15 primers detected tumor cells in 19/16 patients (63.3%). 
All 8 negative controls were negative with both PSA and 
PSM PCR. Assays were repeated to confirm results, and 
PCR products were verified by DNA sequencing and 
Southern analysis. Patients harboring circulating 

20 prostatic tumor cells as detected by PSM, and not by 
PSA-PCR included 4 patients previously treated with 
radical prostatectomy and with non-measurable serum PSA 
levels at the time of this assay. The significance of 
these findings with respect to future disease 

25 recurrence and progression will be investigated. 

Improvement in the overall survival of patients with 
prostate cancer will depend upon earlier diagnosis. 
Localized disease, without evidence of extra-prostatic 

30 spread, is successfully treated with either radical 
prostatectomy or external beam radiation, with 
excellent long-term results (2,3). The major problem 
is that approximately two-thirds of men diagnosed with 
prostate cancer already have evidence of advanced 

35 extra-prostatic spread at the time of diagnosis, for 
whxch there is at present no cure (4) . The use of 
clinical serum markers such as prostate-specific 
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antigen (PSA) and prostatic acid phosphatase (PAP) have 
enabled clinicians to detect prostatic carcinomas 
earlier and provide useful parameters to follow 
responses to therapy (5) . Yet, despite the advent of 
5 sensitive serum PSA assays, radionuclide bone scans, CT 
scans and other imaging modalities, results have not 
detected the presence of micrometastatic cells prior to 
their establishment of solid metastases. Previous work 
has been done utilizing the polymerase chain reaction 

10 to amplify mRNA sequences unique to breast, leukemia, 
and other malignant cells in the circulation and enable 
early detection of micrometastases (6,7). Recently, a 
PCR-based approach utilizing primers derived from the 
PSA DNA sequence was published (8) . In this study 3/12 

15 patients with advanced, stage D prostate cancer had 
detectable hematogenous micrometastases. 

PSM appears to be an integral membrane glycoprotein 
which is very highly expressed in prostatic tumors and 

20 metastases and is almost entirely prostate-specific 
(10) . Many anaplastic tumors and bone metastases have 
variable and at times no detectable expression of PSA, 
whereas these lesions appear to consistently express 
high levels of PSM. Prostatic tumor cells that escape 

25 from the prostate gland and enter the circulation are 
likely to have the potential to form metastases and are 
possibly the more aggressive and possibly anaplastic 
cells, a population of cells that may not express high 
levels of PSA, but may retain high expression of PSM. 

30 DNA primers derived from the sequences of both PSA and 
PSM in a PCR assay were used to detect micrometastatic 
cells in the peripheral circulation. Despite the high 
level of amplification and sensitivity of conventional 
RNA PCR, "Nested" PCR approach in which a amplified 

3 5 target sequence was employed, and subsequently use this 
PCR product as the template for another round of PCR 
amplification with a new set of primers totally 
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contained within the sequence of the previous product . 
This approach has enabled us to increase the level of 
detection from one prostatic tumor cell per 10,000 
cells to better than one cell per ten million cells. 

5 

Materials and Methods 

Cells and Reagents: LNCaP and MCF-7 cells were obtained 
from the American Type Culture Collection (Rockville, 

10 MD.). Details regarding the establishment and 
characteristics of these cell lines have been 
previously published (11,12) . Cells were grown in RPMI 
1640 media supplemented with L-glutamine, nonessential 
amino acids, obtained from the MSKCC Media Preparation 

15 Facility, ■ and 5% fetal calf serum (Gibco-BRL, 
Gaithersburg, MD.) in a C0 2 incubator at 37C. All cell 
media was obtained from the MSKCC Media Preparation 
Facility. Routine chemical reagents were of the 
highest grade possible and were obtained from Sigma 

20 Chemical Company, St. Louis, MO. 

Patient Blood Specimens: All blood specimens used in 
this study were from patients seen in the outpatient 
offices of urologists on staff at MSKCC. Two anti- 

25 coagulated (purple top) tubes per patient were obtained 
at the time of their regularly scheduled blood draws. 
Specimen procurement was conducted as per the approval 
of the MSKCC Institutional Review Board. Samples were 
promptly brought to the laboratory for immediate 

3 0 processing. Serum PSA and PAP determinations were 
performed by standard techniques by the MSKCC Clinical 
Chemistry Laboratory. PSA determinations were 

performed using the Tandem PSA assay (Hybritech, San 
Diego, CA.). The eight blood specimens used as 

3 5 negative controls were from 2 males with normal serum 
PSA values and biopsy-proven BPH, one healthy female, 
3 healthy males, one patient with bladder cancer, and 
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one pacient with acute promyelocytic leukemia. 

Blood Sample Process ing/RKA Extraction: 4 ml of whole 
anticoagulated venous blood was mixed with 3 ml of ice 
5 cold phosphate buffered saline and then carefully 
layered atop 8 ml of Ficoll {Pharmacia, Uppsala, 
Sweden) in a 15-ml polystyrene tube. Tubes were 
centrifuged at 200 x g for 30 min. at 4C. Using a 
sterile pasteur pipette, the buffy coat layer (approx. 

10 1 ml.) was carefully removed and rediluted up to 50 ml 
with ice cold phosphate buffered saline in a 50 ml 
polypropylene tube. This tube was then centrifuged at 
2000 x g for 30 min at 4C. The supernatant was 
carefully decanted and the pellet was allowed to drip 

15 dry. One ml of RNazol B was then added to the pellet 
and total RNA was isolated as per manufacturers 
directions (Cirma/Biotecx, Houston, TX.) . RNA 
concentrations and purity were determined by UV 
spectroscopy on a Beckman DU 64 0 spectrophotometer and 

20 by gel analysis. 

Determination of PCR Sensitivity: RNA was isolated from 
LNCaP cells and from mixtures of LNCaP and MCF-7 cells 
at fixed ratios (i.e. 1:100, 1:1000, etc.) using RNAzol 

25 B. Nested PCR was then performed as described below 
with both PSA and PSM primers in order to determine the 
limit of detection for the assay. LNCaP :MCF-7 
(1:100,000) cDNA was diluted with distilled water to 
obtain concentrations of 1:1,000,000 and 1:10,000,000. 

30 MCF-7 cells were chosen because they have been 
previously tested and shown not to express PSM by PCR. 

Polymerase Chain Reaction: The PSA outer primers used 
span portions of exons 4 and 5 to yield a 486 bp PCR 
3 5 product and enable differentiation between cDNA and 
possible contaminating genomic DNA amplification. The 
upstream primer sequence beginning at nucleotide 4 94 in 
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PSA cDNA sequence is 5 ' -TACCCACTGCATCAGGAACA-3 ' (SEQ. 
ID. No. ) and the downstream primer at nucleotide 960 
is 5 ' - CCTTGAAGCACACCATTACA- 3 ' ( SEQ . ID . No . ) . The 
PSA inner upstream primer (beginning at nucleotide 559) 
5 5 ' - ACACAGGCCAGGT ATTT CAG - 3 ' ( SEQ . ID . No . ) and the 
downstream primer (at nucleotide 894) 5'- 
GTCCAGCGTCCAGCACACAG-3' (SEQ. ID. No. ) yield a 355 bp 
PCR product. All primers were synthesized by the MSKCC 
Microchemistry Core Facility. 5/ig of total RNA was 

10 reverse -transcribed into cDNA in a total volume of 20/il 
using Superscript reverse transcriptase (Gibco-BRL) 
according to the manufacturers recommendations, l/il of 
this cDNA served as the starting template for the outer 
primer PCR reaction. The 20jil PCR mix included: 0.5U 

15 Taq polymerase (Promega Corp., Madison, WI . ) , Promega 
reaction buffer, 1.5mM MgCl 2 , 200mM dNTPs, and l.O^M of 
each primer. This mix was then transferred to a Perkin 
Elmer 9600 DNA thermal cycler and incubated for 25 
cycles. The PCR profile was as follows-: 94C x 15 

20 sec.,. 60C x 15 sec, and 72C for 45 sec. After 25 
cycles, samples were placed on ice, and 1^1 of this 
reaction mix served as the template for another round 
of PCR using the inner primers. The first set of tubes 
were returned to the thermal cycler for 25 additional 

25 cycles. PSM- PCR required the selection of primer pairs 
that also spanned an intron in order to be certain that 
cDNA and not genomic DNA were being amplified. 

The PSM outer primers yield a 946 bp product- and the 
30 inner primers a 434 bp product. The PSM outer upstream 
primer used was 5 ' -ATGGGTGTTTGGTGGTATTGACC- 3 ' (SEQ. ID. 
No. ) (beginning at nucleotide 14 01) and the downstream 
primer (at nucleotide 2348) was 5'- 

TGCTTGGAGCATAGATGACATGC - 3 ' (SEQ. ID. No. ) The PSM 
35 inner upstream primer (at nucleotide 1581) was 5'- 
ACTCCTTCAAGAGCGTGGCG-3' (SEQ. ID. No. ) and the 
downstream primer (at nucleotide 2015) was 5'- 
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AACACCATCCCTCCTCGAACC- 3 ' ( SEQ . ID . No . ) . cDNA used 
was the same as for the PSA assay. The 501 PCR mix 
included: 1U Taq Polymerase (Promega) , 250M dNTPs, lOmM 
-mercaptoethanol, 2tnM MgCl 2 , and 51 of a lOx buffer mix 
5 containing: 166mM NH 4 S0 4 , 670mM Tris pH 8.8, and 2 mg/ml 
of acetylated BSA. PCR was carried out in a Perkin 
Elmer 480 DNA thermal cycler with the following 
parameters: 94C x 4 minutes for 1 cycle, 94C x 30 sec, 
58C x 1 minute, and 72C x 1 minute for 25 cycles, 

10 followed by 72C x 10 minutes. Samples were then iced 
and 21 of this reaction mix was used as the template 
for another 25 cycles with a new reaction mix 
- containing the inner PSM primers. cDNA quality was 
verified by performing control reactions using primers 

15 derived from -actin yielding a 446 bp PCR product. The 
upstream primer used was 5 ' -AGGCCAACCGCGAGAAGATGA-3 ' 
(SEQ. ID. No. ) (exon 3) and the downstream primer was 
5 ' -ATGTCACACTGGGGAAGC-3 ' (SEQ. ID. No. ) (exon 4). 
The entire PSA mix and 101 of each PSM reaction mix 

20 were run on 1.5-2% agarose gels, stained with ethidium 
bromide and photographed in an Eagle Eye Video Imaging 
System (Stratagene, Torrey Pines, CA. ) . Assays were 
repeated at least 3 times to verify results. 

25 Cloning and Sequencing of PCR Products: PCR products 
were cloned into the pCR II plasmid vector using the TA 
cloning system (Invitrogen) . These plasmids were 
transformed into competent E. coli cells using standard 
methods (13) and plasmid DNA was isolated using Magic 

3 0 Minipreps (Promega) and screened by restriction 
analysis. TA clones were then sequenced by the dideoxy 
method (14) using Sequenase (U.S. Biochemical). 3-4g 
of each plasmid was denatured with NaOH and ethanol 
precipitated. Labeling reactions were carried out 

3 5 according to the manufacturers recommendations using 
3S 5-dATP (NEN) , and the reactions were terminated as 
discussed in the same protocol. Sequencing products 
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were then analyzed on 6% polyacrilamide/7M urea gels 
run ac 120 watts for 2 hours. Gels were fixed for 20 
minutes in 10% methanol/10% acetic acid, transferred to 
Whatman 3 MM paper and dried down in a vacuum dryer for 
5 2 hours at 80C. Gels were then autoradiographed at 
room temperature for 18 hours . 

Southern Analysis: Ethidium-stained agarose gels of PCR 
products were soaked for 15 minutes in 0.2N HCl, 

10 followed by 30 minutes each in 0.5N NaOH/l.5M NaCl and 
0.1M Tris pH 7.5/1. 5M NaCl . Gels were then 
equilibrated for 10 minutes in lOx SSC (1.5M NaCl/0.15M 
Sodium Citrate. DNA was transferred onto Nytran nylon 
membranes (Schleicher and Schuell) by pressure 

15 blotting in lOx SSC with a Posi-blotter (Stratagene) . 
DNA was cross -linked to the membrane using a UV 
Stratalinker (Stratagene) . Blots were pre-hybridized 
at 65C for 2 hourthes and subsequently hybridized with 
denatured ^P- labeled, random-primed cDNA probes (either 

20 PSM or PSA) (9,15). Blots were washed twice in Ix 
SSPE/0.5% SDS at 42C and twice in O.lx SSPE/0.5% SDS at 
50C for 20 minutes each. Membranes were air-dried and 
autoradiographed for 30 minutes to 1 hour at -70C with 
Kodak X-Omat film. 

25 

Experimental Results 

PCR amplification with nested primers improved the 
level of detection of prostatic cells from 

30 approximately one prostatic cell per 10,000 MCF-7 cells 
to better than one cell per million MCF-7 cells, using 
either PSA or PSM-derived primers (Figures 26 and 27) . 
This represents a substantial improvement in the 
ability to detect minimal disease. Characteristics of 

35 the 16 patients analyzed with respect to their clinical 
stage, treatment, serum PSA and PAP values, and results 
of the assay are shown. In total, PSA-PCR detected 
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tumor cells in 2/30 patients (6.7%), whereas PSM-PCR 
detected cells in 19/30 patients (63.3%). There were 
no patients positive for tumor cells by PSA and not by 
PSM, while PSM provided 8 positive patients not 
5 detected by PSA. Patients 10 and 11 in table 1, both 
with very advanced hormone-refractory disease were 
detected by both PSA and PSM. Both of these patients 
have died since the time these samples were obtained. 
Patients 4, 7, and 12, all of whom were- treated with 
10 radical prostatectomies for clinically localized 
disease, and all of whom have non-measurable serum PSA 
values 1-2 years postoperatively were positive for 
circulating prostatic tumor cells by PSM-PCR, but 
negative by PSA-PCR. A representative ethidium stained 
15 gel photograph for PSM-PCR is shown in Figure 28. 
Samples run in lane A represent PCR products generated 
from the outer primers and samples in lanes labeled B 
are products of inner primer pairs. The corresponding 
PSM Southern blot autoradiograph is shown in Figure 29. 
20 The sensitivity of the Southern blot analysis exceeded 
that of ethidium staining, as can be seen in several 
samples where the outer product is not visible on 
Figure 28, but is detectable by Southern blotting as 
shown in Figure 29. In addition, sample 3 on Figures 
25 28 and 29 (patient 6 in Figure 30) appears to contain 
both outer and inner bands that are smaller than the 
corresponding bands in the other patients. DNA 
sequencing has confirmed that the nucleotide sequence 
of these bands matches that of PSM, with the exception 
3 0 of a small deletion. This may represent either an 
artifact of PCR, alternative splicing of PSM mRNA in 
this patient, or a PSM mutation. All samples sequenced 
and analyzed by Southern analysis have been confirmed 
as true positives for PSA and PSM. 

35 

Experimental Details 

The ability to accurately stage patients with prostate 
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cancer at the time of diagnosis is clearly of paramount 
importance in selecting appropriate therapy and in 
predicting long-term response to treatment, and 
potential cure. Pre-surgical staging presently 
5 consists of physical examination, serum PSA and PAP 
determinations, and numerous imaging modalities 
including transrectal ultrasonography, CT scanning, 
radionuclide bone scans, and even MRI scanning. No 
present modality, however, addresses the issue of 

10 hematogenous mictometastatic disease and the potential 
negative impact on prognosis that this may produce.. 
Previous work has shown that only a fractional 
percentage of circulating tumor cells will inevitably 
go on to form a solid metastasis (16) , however, the 

15 detection of and potential quantification of 
circulating tumor cell burden may prove valuable in 
more accurately staging disease. The long-term impact 
of hematogenous micrometastatic disease must be studied 
by comparing the clinical courses of patients found to 

20 have these cells in their circulation with patients of 
similar stage and treatment who test negatively. 

The significantly higher level of detection of tumor 
cells with PSM as compared to PSA is not surprising to 

25 us, since more consistent expression of PSM in prostate 
carcinomas of all stages and grades as compared to 
variable expression of PSA in more poorly 
differentiated and anaplastic prostate cancers is 
noted. The detection of tumor cells in the three 

30 patients that had undergone radical prostatectomies 
with subsequent undetectable amounts of serum PSA was 
suprising. These patients would be considered to be 
surgical "cures" by standard criteria, yet they 
apparently continue to harbor prostatic tumor cells. 

3 5 It will be interesting to follow the clinical course of 
thede patients as compared to others without PCR 
evidence of residual disease. 
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EXAMPLE 4; 



EXPRESSION OF THE PROSTATE SPECIFIC MEMBRANE ANTIGEN 

DIMINISH ES THE MITOGENIC STIMULATION 

AGGRESSIVE HUMA N PROSTATIC CARCINOMA CELLS BY 
TRANSFERRIN 



An association between transferrin and human prostate 
cancer has been suggested by several investigators. It 
has been shown that the expressed prostatic secretions 
of patients with prostate cancer are enriched with 
respect to their content of transferrin and that 
.prostate cancer cells are rich in transferrin receptors 
(J. Urol. 143, 381, 1990). Transferrin derived from 
bone marrow has been shown to selectively stimulate the 
growth of aggressive prostate cancer cells (PNAS 89, 
6197, 1992) . DNA sequence analysis has revealed that 
a portion of the coding region, from nucleotide 1250 to 
1700 possesses a 54% homology to the human transferrin 
receptor. PC-3 cells do not express PSM mRNA or 
protein and exhibit increased cell growth in response 
to transferrin, whereas, LNCaP prostate cancer cells 
which highly express PSM have a very weak response to 
transferrin. To determine whether PSM expression by 
prostatic cancer cells impacts upon their mitogenic 
response to transferrin the full-length PSM cDNA was 
transfected into the PC-3 prostate cancer cells. 
Clones highly expressing PSM mRNA were identified by 
Northern analysis and expression of PSM protein was 
verified by Western analysis using the anti-PSM 
monoclonal antibody 7E11-C5.3. 



2xl0 4 PC-3 or PSM- transfected PC-3 cells per well ere 
plated in RPMI medium supplemented with 10% fetal 
bovine serum and at 24 hrs . added 1 /xg per ml. of 
holo£ransf errin to the cells. Cells were counted at 1 
day to be highly mitogenic to the PC-3 cells. Cells 
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were counted at 1 day to determine plating efficiency 
and at 5 days to determine the effect of the 
transferrin. Experiments were repeated to verify the 
results . 

S 

PC- 3 cells experienced an average increase of 275% over 
controls, whereas the LNCaP cells were only stimulated 
43%. Growth kinetics revealed that the PSM-transf ected 
PC-3 cells grew 30% slower than native PC-3 cells. 
10 This data suggests that PSM expression in aggressive, 
metastatic human prostate cancer cells significantly 
abrogates their mitogenic response to transferrin. 

The use of therapeutic vaccines consisting of cytokine- 
15 secreting tumor cell preparations for the treatment of 
established prostate cancer was investigated in the 
Dunning R3 3 2 7 - Ma tLyLu rat prostatic adenocarcinoma 
model. Only IL-2 secreting, irradiated tumor cell 
preparations were capable of curing animals from 
20 subcutaneous ly established tumors, and engendered 
immunological memory that protected the animals from 
another tumor challenge. Immunotherapy was less 
effective when tumors were induced orthotopically, but 
nevertheless led to improved outcome, significantly 
25 delaying, and occasionally preventing recurrence of 
tumors after resection of the cancerous prostate. 
Induction of a potent immune response in tumor bearing 
animals against the nonimmunogenic MatLyLu tumor 
supports the view that active immunotherapy of prostate 
30 cancer may have therapeutic benefits. 



35 
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EXAMPLE 5: 

CLONING AND CHARACTERIZATION OF THE PROSTATE SPECIFIC 
MEMBRANE ANTIGEN (PSM) PROMOTER. 

5 

The expression and regulation of the PSM gene is 
complex. By immunostaining, PSM antigen was found to 
be expressed brilliantly in metastasized tumor, and in 

10 organ confined "tumor, less so in normal prostatic 
tissue and more heterogenous in BPH. PSM is strongly 
expressed in both anaplastic and hormone refractory 
tumors . PSM mRNA has been shown to be down regulated 
by androgen. Expression of PSM RNA is also modulated 

15 by a host of cytokines and growth factors. Knowledge of 
the regulation of PSM expression should aid in such 
diagnostic and therapeutic strategies as 
imunoscintigraphic imaging of prostate cancer and 
protate-specif ic promoter -driven gene therapy. 

20 

Sequencing of a 3 kb genomic DNA clone that contained 
2.5 kb upstream of the transcription start site 
revealed that two stretches of about 300 b.p. (-260 to 
-600; and -1325 to -1625) have substantial homology 
25 (79-87%) to known genes. The promoter lacks a GC rich 
region, nor does it have a consensus TATA box. 
However, it contains a TA-rich region from position -35 
to -65. 

30 Several consensus recognition sites for general 
transcription factors such as API, AP2, NFkB , GRE and 
E2-RE were identified. Chimeric constructs containing 
fragments of the upstream region of the PSM gene fused 
to a promoterless chloramphenicol acetyl transferase 

3 5 gene were transfected into, and transiently expressed 
in liNCaP, PC-3, and SW620 (a colonic cell line) . With 
an additional SV40 enhancer, sequence from -565 to +76 
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exhibited promoter activity in LNCaP but not in PC-3 
nor in SW620. 



Materials and Methods 

5 

Cell Lines. LNCaP and PC-3 prostatic carcinoma cell 
lines (American Type Culture Collection) were cultured 
in RPMI and MEM respectively, supplemented with 5% 
fetal calf serum at 37 *C and 5% C0 2 . SW620, a colonic 
10 cell line, is a gift from Melisa. 

Polymerase ^h*^ Reaction. The reaction was performed 
- in a 50 /il volume with a final concentration of the - 
following reagents: 16.6 mM NH 4 S0 4 , 67 mM Tris-HCl pH 

15 8.8, acetylated BSA 0.2 mg/ml, 2mM MgCl 2 , 250/iM dNTPs, 
10 mM S-mercaptoethanol, and 1 U of rth 111 Taq 
polymerase (Boehringer Mannhiem, CA) . A total of 25 
cycles were completed with the following profile: cycle 
1, 94'C 4 min.; cycle 2 through 25, 94 *C 1 min, 60 *C 1 

20 min, 72 *C 1 min. The final reaction was extended for 
10 min at 72 "C. ' Aliquots of the reaction were 
electrophoresed on 1 % agarose gels in IX Tris-acetate- 
EDTA buffer. 



25 

Cloning of PSM promoter. A bacteriophage PI library of 
human fibroblast genomic DNA (Genomic Sysytems, Inc., 
St. Louis, MI), was screened using a PCR method of 
Pierce et al. Primers located at the 5' end of PSM 

3 0 cDNA were used" : 5 ' - CTCAAAAGGGGCCGGATTTCC - 3 ' and 
5 ' CTCTCAATCTCACTAATGCCTC- 3 ' . A positive clone, p683, 
was digested with Xhol restriction enzyme. Southern 
analysis of the restricted fragments using a DNA probe 
from the extreme 5' to the Ava-1 site of PSM cDNA 

3 5 confirmed that a 3Kb fragment contains the 5' 
regulatory sequence of the PSM gene. The 3 kb Xhol 
fragment was subcloned into pKSBluescrpt vectors and 
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sequenced using the dideoxy method. 



Functional Assay of PSM Promoter. Chloramphenicol 
Acetyl Transferase, (CAT) gene plasmids were 
constructed from the Smal-Hindlll fragments or 
subfragements (using either restriction enzyme 
subfragments or PCR) by insertion into promoterless 
pCAT basic or pCAT- enhancer vectors (Promega) . pCAT- 
constructs were cotransf ected with pSVSgal plasmid (5 
Mg of each plasmid) into cell lines in duplicates, 
using a calcium phosphate method (Gibco-BRL, 
Gaithersburg, MD) . The transfected cells were 
, harvested 72 hours later and assayed (15/zg of lysate) 
for CAT activity using the LSC method and for Sgal 
15 activity (Promega) . CAT activities were standardized 
by comparision to that of the Sgal activities. 



10 



Results 

Sequence of the 5' end of the PSM gene. 

The DNA sequence of the 3 kb Xhol fragment of p683 
which includes 500 bp of DNA from the RNA start site 
was determined (Figures 31A-31D) Sequence 683XFRVS 
starts from the 5' distal end of PSM promoter, it 
overlaps with the published PSM putative promoter at nt 
2485, i.e. the putative transcription start site is at 
nt 2485; sequence 683XF107 is the reverse, complement 
of 683XFRVS) . The sequence from the Xhol fragment 
displayed a remarkable arrays of elements and motifs 
which are characteristic of eukaryotic promoters and 
regulatory regions found in other genes (Figure 32) . 

Functional Analysis of upstream PSM genomic elements 
for promoter activity. 

Various pCAT-PSM promoter constructs were tested for 
promoter activities in two prostatic cell lines: 
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LNCaP, PC- 3 and a colonic SW620 (Figure 33) . Induction 
of CAT activity was neither observed in pl070-CAT which 
contained a 1070 bp PSM 5' promoter fragment, nor in 
p6 76-CAT which contained a 641 bp PSM 5' promoter 
5 fragment. However, with an additional SV-40 enhancer, 
sequence from -565 to +76 (p676-CATE) exhibited 
promoter activity in LNCaP but not in PC- 3 nor in 
SW620 . 

10 Therefore, a LNCaP specific promoter fragment from -565 
to +76 has been isolated which can be used in PSM 
promoter-driven gene therapy. 

EXAMPLE 6; 

15 

ALTERNATIVELY SPLICED VARIANTS OF PROSTATE SPECIFIC 
MEMBRANE ANTIGEN RNA: RATIO OF EXPRESSION AS A 
POTENTIAL MEASUREMENT OF PROGRESSION 

20 MATERIALS AND METHODS 

Cell Lines. LNCaP and PC- 3 prostatic carcinoma cell 
lines were cultured in RPMI and MEM respectively, 
supplemented with 5% fetal calf serum at 37 *c and 5% 
25 C0 2 . 

Primary tissues. Primary prostatic tissues were 
obtained from MSKCCs in-house tumor procurement 
service. Gross specimen were pathologically staged by 
30 MSKCCs pathology service. 

RNA Isolation. Total RNA was isolated by a 

modified guanidinium thiocynate/phenol/chlorof orm 
method using a RNAzol B kit (Tel -Test, Friendswood, 
35 TX) . RNA was stored in diethyl pyrocarbonate- treated 
water at -80*C. RNA was quantified using 

spectrophometric absorption at 260nm. 
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cDNA synthesis. Two different batches of normal 

prostate mRNAs obtained from trauma-dead males 
(Clontech, Palo Alto, CA) were denatured at 70 'C for 10 
min., then reverse transcribed into cDNA using random 
5 hexamers and Superscript II reverse transcriptase 
tGIBCO-BRL, Gaithersburg, MD ) at 50'C for 30 min. 
followed by a 94 'C incubation for 5 min. 

Polymerase Chain Reaction. Oligonucleotide 
10 primers (5 ' -CTCAAAAGGGGCCGGATTTCC-3 ' and 5 ' - 

AGGCTACTTCACTCAAAG-3') , specific for the 5' and 3 ' ends 
of PSM cDNA were designed to span the cDNA sequence. 
The reaction was performed in a 50 ^1 volume with a 
final concentration of the following reagents: 16.6 mM 
15 NH 4 S0 4 , 67 mM Tris-HCl pH 8.8, acetylated BSA 0.2 mg/ml, 
2mM MgCl 2# 250/xM dNTPs, 10 mM S-mercaptoethanol , and 1 
U of rTth polymerase (Perkin Elmer, Norwalk, CT) . A 
total of 25 cycles were completed with the following 
profile: cycle 1, 94'C 4 min.; cycle 2 through 25, 94 'C 
20 l min, 60'C 1 min, 72*C 1 min. The final reaction was 
extended for 10 min at 72 'C. Aliquots of the reaction 
were electrophoresed on 1 % agarose gels in IX Tris- 
acetate-EDTA buffer. 



Cloning of PGR products. PCR products were cloned by 
the TA cloning method into pCRII vector using a kit 
from Invitrogen (San Diego, CA) . Ligation mixture were 
transformed into competent Escherichia coli InvSa. 

Sequencing. Sequencing was done by the dideoxy 
method using a sequenase kit from US Biochemical 
(Cleveland, OH) . Sequencing products were 
electrophoresed on a 5% polyacrylamide/7M urea gel at 
52'C. 

RNase Protection Assays. Full length PSM cDNA clone 
was digested with NgoM 1 and Nhel . A 3 50 b.p. fragment 
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was isolated and subcloned into pSPORTl vector (GIBCO- 
BRL, Gaithersburg, MD) . The resultant plasmid, pSP350, 
was linearized, and the insert was transcribed by SP6 
RNA polymerase to yield antisense probe of 3 95 
5 nucleotide long, of which 355 nucleotides and/or 210 
nucleotides should be protected from RNAse digestion by 
PSM or PSM' RNA respectively (Fig. 2) . Total celluar 
RNA (20 tig) from different tissues were hybridized to 
the aforementioned antisense RNA probe. Assays were 
10 performed as described (7) . tRNA was used as negative 
control. RPAs for LNCaP and PC- 3 were repeated. 

- RESULTS 

RT-PCR of mRNA from normal prostatic tissue. Two 

15 independent RT-PCR of mRNA from normal prostates were 
performed as described in Materials and Methods. 
Subsequent cloning and sequencing of the PCR products 
revealed the presence of an alternatively spliced 
variant, PSM' . PSM' has a shorter cDNA (2387 

20 nucleotides) than PSM (2653 nucleotides) . The results 
of the sequence analysis are shown in Figure 34 . The 
cDNAs are identical except for a 266 nucleotide region 
near the 5' end of PSM cDNA (nucleotide 114 to 380) 
that is absent in PSM' cDNA. Two independent 

25 repetitions of RT-PCR of different mRNA samples yielded 
identical results . 

RNase Protection Assays. An RNA probe complementary to 
PSM RNA and spanning the 3' splice junction of PSM' RNA 

30 was used to measure relative expression of PSM and PSM' 
mRNAs .(Figure 35) . With this probe, both PSM and PSM' 
RNAs in LNCaP cells was detected and the predominant 
form was PSM. Neither PSM nor PSM' RNA was detected in 
PC- 3 cells, in agreement with previous Northern and 

35 Western blot data (5,6). Figure 36 showed the 
presence of both splice variants in human primary 
prostatic tissues. In primary prostatic tumor, PSM is 
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the dominant form. in contrast, normal prostate 
expressed more PSM' than PSM. BPH samples showed about 
equal expression of both variants. 

5 Tumor Index. The relative expression of PSM and PSM' 
(Figure 36) was quantified by densitometry and 
expressed as a tumor index (Figure 37) . LNCaP has an 
index ranging from 9-11; CaP from 3-6; BPH from 0.75 
to 1.6; normal prostate has values from 0.075 to 0.45. 

10 

DISCUSSION 

Sequencing data of PCR products derived from human 
normal prostatic mRNA with 5' and 3' end PSM 
oligonucleotide primers revealed a second splice 
15 variant, PSM' , in addition to the previously described 
PSM cDNA. 

PSM is a 750 a. a. protein with a calculated molecular 
weight of 84,330. PSM was hypothesized to be a type II 

20 integral membrane protein (5) . A classic type II 
membrane protein is the transferrin receptor and indeed 
PSM has a region that has modest homology with the 
transferrin receptor (5) . Analysis of the PSM amino 
acid sequence by either the methods of Rao and Argos 

25 (7) or Eisenburg et. al. (8) strongly predicted one 
transmembrane helix in the region from a. a. #20 to #43. 
Both programs found other regions . that could be 
membrane associated but were not considered likely 
candidates for being transmembrane regions. 

30 

PSM' antigen, on the other hand, is a 693 a. a. protein 
as deduced from its mRNA sequence with a molecular 
weight of 78,000. PSM' antigen lacks the first 57 
amino acids present in PSM antigen (Figure 34) . It is 
35 likely that PSM' antigen is cytosolic. 

The function of PSM and PSM' are probably different. 
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The cellular location of PSM antigen suggests that it 
may interact with either extra- or intra- cellular 
ligand(s) or both; while that of PSM' implies that PSM' 
can only react with cytosolic ligand(s) . Furthermore, 
5 PSM antigen has 3 potential phosphorylation sites on 
its cytosolic domain. These sites are absent in PSM' 
antigen. On the other hand, PSM' antigen has 25 
potential phosphorylation sites, 10 N-myristoylation 
sites and 9 N-glycosylation sites. For PSM antigen, 

10 all of thesfe potential sites would be on the 
extracellular surface. The modifications of these 
sites for these homologous proteins would be different 
depending on their cellular locations. Consequently, 
the function (s) of each form would depend on how they 

15 are modified. 

The relative differences in expression of PSM and PSM' 
by RNase protection assays was analyzed. Results of 
expression of PSM and PSM' in primary prostatic tissues 

20 strongly suggested a relationship between the relative 
expression of these variants and the status of the 
cell: either normal or cancerous. While it is noted 
here that the sample size of the study is small 
(Figures 3 6 and 3 7) , the consistency of the trend is 

25 evident. The samples used were gross specimens from 
patients. The results may have been even more dramatic 
if specimens that were pure in content of CaP, BPH or 
normal had been used. Nevertheless, in these 

specimens, it is clear that there is a relative 

30 increase of PSM over PSM' mRNA ' in the change from 
normal to CaP . The Tumor Index (Figure 37) could be 
useful in measuring the pathologic state of a given 
sample. It is also possible that the change in 
expression of PSM over PSM' may be a reason for tumor 

35 progression. A more differentiated tumor state may be 
Restored by PSM' either by transfection or by the use 
of differentiation agents. 
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EXAMPLE 7: 

ENHANCED DETECTION OF PROSTATIC HEMATOGENOUS MICRO- 
5 METASTASES WITH PSM PRIMERS AS COMPARED TO PSA PRIMERS 
USING A SENSITIVE NESTED REVERSE TRANSCRIPTASE -PfP 
ASSAY ■ 

77 randomly selected samples were analyzed from 

10 patients with prostate cancer and reveals that PSM and 
PSA primers detected circulating prostate cells in 48 
(62.3%) and 7 (9.1%) patients, respectively. In 
treated stage D disease patients, PSM primers detected 
cells in 16 of 24 (66.7%), while PSA primers detected 

15 cells in 6 of 24 patients (25%) . In hormone -refractory- 
prostate cancer (stage D3), 6 of 7 patients were 
positive with both PSA and PSM primers. All six of 
these patients died within 2-6 months of their assay, 
despite aggressive cytotoxic chemotherapy, in contrast 

20 to the single patient that tested negatively in this 
group and is alive 15 months after his assay, 
suggesting that PSA-PCR positivity may serve as a 
predictor of early mortality. In post-radical 
prostatectomy patients with negative serum PSA values, 

25 PSM primers detected metastases in 21 of 31 patients 
(67.7%), while PSA primers detected cells in only 1 of 
33 (3.0%), indicating that micrometastatic spread may 
be a relatively early event in prostate cancer. The 
analysis of 40 individuals without known prostate. 

3 0 cancer provides evidence that this assay is highly 
specific and suggests that PSM expression may predict 
the development of cancer in patients without 
clinically apparent prostate cancer. Using PSM 
primers, micrometastases were detected in 4 of 40 

3 5 controls, two of whom had known BPH by prostate biopsy 
and f were later found to have previously undetected 
prostate cancer following repeat prostate biopsy 



WO 96/26272 



PCTAJS96/02424 



-114- 

performed for a rising serum PSA value. These results 
show the clinical significance of detection of 
hematogenous micrometastatic prostate cells using PSM 
primers and potential applications of this molecular 
5 assay. 

EXAMPLE 8: 

MODULATION OF PROSTATE SPECIFIC MEMBRANE ANTIGEN (PSM) 
10 EXPRESSION IN VITRO BY CYTOKINES AND GROWTH FACTORS . 

The effectiveness of CYT-356 imaging is enhanced by 
- manipulating expression of PSM. PSM mRNA expression is 
downregulated by steroids. This is consistent with the 

15 clinical observations that PSM is strongly expressed in 
both anaplastic and hormone refractory lesions. In 
contrast, PSA expression is decreased following hormone 
withdrawal. In hormone refractory disease, it is 
believed that tumor cells may produce both growth 

20 factors and receptors, thus establishing an autocrine 
loop that permits the cells to overcome normal growth 
constraints- Many prostate tumor epithelial cells 
express both TGFa and its receptor, epidermal growth 
factor receptor. Results indicate that the effects of 

25 TGFa and other selected growth factors and cytokines on 
the expression of PSM in- vitro, in the human prostatic 
carcinoma cell line LNCaP. 

2xl0 6 LNCaP cells growing in androgen-depleted media 
3 0 were treated for 24 to 72 hours with EGF, TGFa, TNFfc or 
TNFa in concentrations ranging from 0.1 ng/ml to 100 
ng/ml. Total RNA was extracted from the cells and PSM 
mRNA expression was quantitated by Northern blot 
analysis and laser densitometry. Both b-FGF and TGFa 
3 5 yielded a dose -dependent 10 -fold upregulation of PSM 
expression, and EGF a 5-fold upregulation, compared to 
untreated LNCaP. In contrast, other groups have shown 



WO 96/26272 



PCI7US96/02424 



-115- 

a marked downregulation in PSA expression induced by 
these growth factors in this same in- vitro model. TNFa, 
which is cytotoxic to LNCaP cells, and TNFS 
downregulated PSM expression 8- fold in androgen 
5 depleted LNCaP cells. 

TGFor is autogenic for aggressive prostate cancer cells. 
There are multiple forms of PSM and only the membrane 
form is found in association with tumor progression. 
10 The ability to manipulate PSM expression by treatment 
with cytokines and growth factors may enhance the 
efficacy of Cytogen 356 imaging, and therapeutic 
targeting of prostatic- metastases . 

15 EXAMPLE 9; 

NEOADJUVANT ANDROGEN- DEPRIVATION THERAPY (APT) PRIOR TO 
RADICAL PROSTATECTO MY RESULTS IN A SIGNIFICANTLY 
DECREASED INCIDENCE OF RESIDUAL MICROMETASTATXC DISEASE 
20 AS DETECTED BY NESTED RT-PCT WITH PRIMERS. 

Radical prostatectomy for clinically localized prostate 
cancer is considered by many the "gold standard" 
treatment. Advances over the past decade have served 

25 to decrease morbidity dramatically. Improvements 
intended to assist clinicians in better staging 
patients preoperatively have been developed, however 
the incidence of extra-prostatic spread still exceeds 
5 0%, as reported in numerous studies. A phase III 

3 0 prospective randomized clinical study designed to 
compare the effects of ADT for 3 months in patients 
undergoing radical prostatectomy with similarly matched 
controls receiving surgery alone was conducted. The 
previously completed phase II study revealed a 10% 

35 margin positive rate in the ADT group. (N=69) as 
compared to a 33% positive rate (N=72) in the surgery 
alone group . 
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Patients who have completed the phase III study were 
analyzed to determine if there are any differences 
between the two groups with respect to residual 
micrometastatic disease. A positive PCR result in a 
5 post -prostatectomy patient identifies viable metastatic 
ceils in the circulation. 

Nested RT-PCR was performed with PSM primers on 12 
patients from^the ABT group and on 10 patients from the 

10 control group. Micrometastatic cells were detected in 
9/10 patients (90%) in the control group, as compared 
to only 2/12 (16.7%) in the ADT group. In the ADT 
group, 1 of 7 patients with organ-confined disease 
tested positively, as compared to 3 of 3 patients in 

15 the control group. In patients with extra-prostatic 
disease, 1 of 5 were positive in the ADT group, as 
compared to 6 of 7 in the control group. These results 
indicate that a significantly higher number of patients 
may be rendered tumor- free, and potentially "cured" by 

20 the use of neoadjuvant ADT. 

EXAMPLE 10; 

SENSITIVE NESTED RT-PCR DETECTION OF CI RCULATION 
25 PROSTATIC TUMOR CELLS - COMPARISON OF PSM AND PSA-BASED 

ASSAYS 

Despite the improved and expanded arsenal of modalities 
available to clinician today, including sensitive serum 

30 PSA assays, CT scan, transrectal ultrasonography, 
endorectal co.I MRI, etc., many patients are still 
found to have metastatic disease at the time of pelvic 
lymph node dissection and radical prostatectomy. A 
highly sensitive reverse transcription PCR assay 

3 5 , capable of detecting occult hematogenous 
'micrometastatic prostatic cells that would otherwise go 
undetected by presently available staging modalities 
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was developed. This assay is a modification of similar 
PCR assays performed in patients with prostate cancer 
and other malignancies 2 ' 3 ' 4 ' 5 . The assay employs PCR 
primers derived from the cDNA sequences of prostate - 
specific antigen 6 and the prostate-specific membrane 
antigen recently cloned and sequenced. 



Materials and Methods 

10 Cells and Reagents. LNCaP and MCF-7 cells were 
obtained from the American Type Culture Collection 
(Rockville, MD.). Details regarding the establishment 
and characteristics of these cell lines have been 
previously published 8 ' 9 . Cells grown in RPMI 1640 

15 medium and supplemented with L-glut amine, nonessential 
amino acids, and 5% fetal calf serum (Gibco-BRL, 
Gaithersburg, MD.) In a 5% C0 2 incubator at 37*C. All 
cell media was obtained from the MSKCC Media 
Preparation Facility. Routine chemical reagents were 

20 of the highest grade possible and were obtained from 
Sigma Chemical Company (St. Louis, MO). 

Patient Blood Specimens. All blood specimens used in 
this study were from patients seen in the outpatient 

25 offices of urologists on staff at MSKCC. Two anti- 
coagulated tubes per patient were obtained at the time 
of their regularly scheduled blood draws. Specimens 
were obtained with informed consent of each patient , 
as per a protocol approved by the MSKCC Institutional 

30 Review Board. Samples were promptly brought to the 
laboratory for immediate processing. Seventy-seven 
specimens from patients with prostate cancer were 
randomly selected and delivered, to the laboratory 
"blinded" along with samples from negative controls for 

35 processing. These included 24 patients with stage D 
disease (3 with D Q , 3 with D 1 , 11 with E? , and 7 with 
D 3 ) , 31 patients who had previously undergone radical 
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prostatectomy and had undetectable postoperative serum 
PSA levels (18 with pT2 lesions, 11 with pT3 , and 2 
pT4) , 2 patients with locally recurrent disease 
following radical prostatectomy, 4 patients who had 
5 received either external beam radiation therapy or 
interstitial I 125 implants, 10 patients with untreated 
clinical stage T1-T2 disease, and 6 patients with 
clinical stage T3 disease on ant i- androgen therapy. 
The forty blood specimens used as negative controls 

10 were from 10 health males, 9 males with biopsy-proven 
BPH and elevated serum PSA levels, 7 healthy females, 
4 male patients with renal cell carcinoma, 2 patients 
with prostatic intraepithelial neoplasia (PIN) , 2 
patients with transitional cell carcinoma of the 

15 bladder and a pathologically normal prostate, 1 patient 
with acute prostatitis, 1 patient with acute 
promyelocytic leukemia, 1 patient with testicular 
cancer, 1 female patient with renal cell carcinoma, 1 
patient with lung cancer, and 1 patient with a cyst of 

20 the testicle. 

Blood Sample ProceBsing/RNA Extraction- 4 ml of whole 
anticoagulated venous blood was mixed with 3 ml of ice 
cold PBS and then carefully layered atop 8 ml of Ficoll 

2 5 (Pharmacia, Uppsala, Sweden) in a 14 -ml polystyrene 
tube. Tubes were centrifuged at 200 x g for 30 min. at 
4*C. The buffy coat layer (approx. 1 ml.) was 
carefully removed and rediluted to 50 ml with ice cold 
PBS in a 50 "ml polypropylene tube.. This tube was then 

30 centrifuged at 2000 x g for 30 min. at 4"C. The 
supernatant was carefully decanted and the pellet was 
allowed to drip dry. One ml of RNazol B was then added 
to the pellet and total RNA was isolated as per 
manufacturers directions (Cinna/Biotecx, Houston, TX.) 

35 RNA concentrations and purity were determined by UV 
spectroscopy on a Beckman DU 64 0 spectrophotometer and 
by gel analysis . 
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10 



Determination of PGR Sensitivity. RNA was isolated 
from LNCaP cells and from mixtures of LNCaP and MCF-7 
cells at fixed ratios (i.e. 1:100, 1:1,000, etc.) using 
RNAzol B. Nested PCR was then performed as described 
below with both PSA and PSM primers in order to 
determine the limit of detection for the assay. 
LNCaP:MCF-7 (1:100,000) cDNA was diluted with distilled 
water to obtain concentrations of 1:1,000,000. The 
human breast cancer cell line MCF-7 was chosen because 
they had previously been tested by us and shown not to 
express either PSM nor PSA by both immunohistochemistry 
and conventional and nested PCR. 

15 Polymerase Chain Reaction. The PSA outer primer 
sequences are nucleotides 494-513 (sense) in exon 4 and 
nucleotides 960-979 (anti-sense) in exon 5 of the PSA 
cDNA. These primers yield a 486 bp PCR product from 
PSA CDNA that can be distinguished from a product 

20 synthesized from possible contaminating genomic DNA. 
PSA-494 5 ' - TAG CCA CTG CAT CAG GAA CA-3' 
PSA-950 5'-CCT TGA AGC ACA CCA TTA CA-3' 
The PSA inner upstream primer begins at nucleotide 559 
and the downstream primer at nucleotide 8 94 to yield a 

25 3 55 bp PCR product. 

PSA-559 5' -ACA CAG GCC AGG TAT TTC AG-3' 

PSA-894 5'-GTC CAG CGT CCA GCA CAC AG-3' 

All primers were synthesized by the MSKCC 

Microchemistry Core Facility. 5^g of total RNA was 

30 reverse -transcribed into cDNA using random hexamer 
primers (Gibco-BRL) and Superscript II reverse 
transcriptase (Gibco-BRL) according to the 
manufacturers recommendations, l/il of this CDNA served 
as the starting template for the outer primer PCR 

35 reaction. The 20/xl PCR mix included: 0 . 5U Taq 
polymerase (Promega) Promega reaction buffer, 1 . 5mM 
MgCL 2 , 200/xM dNTPs, and 1 . OjiM of each primer. This mix 
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was Chen transferred to a Perkin Elmer 9600 DNA thermal 
cycler and incubated for 25 cycles. The PGR profile 
was as follows: 94*C x 15 sec, 60*C x 15 sec, and 
72 # C for 45 sec After 25 cycles, samples were placed 
5 on ice, and lptl of this reaction mix served as the 
template for another 25 cycles using the inner primers. 
The first set of tubes were returned to the thermal 
cycler for 25 additional cycles. The PSM outer 
upstream primer sequences are nucleotides 1368-1390 and 
10 the downstream primers are nucleotides 1995-2015, 
yielding a 67 bp PGR product. 

PSM-1368 5 ' -CAG ATA TGT CAT TCT GGG AGG TC-3' 
PSM-2015 5'-AAC ACC ATC CCT CCT CGA ACC-3' 

15 The PSM inner upstream primer span nucleotides 1689- 
1713 and the downstream primer span nucleotides 1899- 
1923, yielding a 234 bp PGR product. 
PSM-1689 5' -CCT AAC AAA AGA GCT GAA AAG CCC-3' 
PSM- 1923 5' -ACT GTG ATA CAG TGG ATA GCC GCT-3' 
20 2 itl of cDNA was used as the starting DNA template in 
the PCR assay. The 50^1 PGR mix included: 1U Taq 
polymerase (Boehringer Mannheim), 250^M cNTPs, lOmM S- 
mercaptoethanol, 2mM MgCl 2 , and 5/xl of a lOx buffer mix 
containing: 166mM NH 4 S0 4 , 670mM Tris pH 8.8, and 2mg/ml 
25 of acetylated BSA. PCR was carried out in a Perkin 
Elmer 480 DNA thermal cycler with the following 
parameters: 94*C x 4 minutes for 1 cycle, 94 # C x 30 
sec, 58'C x 1 minute, and 72 - C x 1 minute for 25 
cycles/ followed by. 72"C x 10 minutes. Samples were 
30 then iced and 2.5^1 of this reaction mix was used as 
the template for another 25 cycles with a new reaction 
mix containing the inner PSM primers. cDNA quality was 
verified by performing control reactions using primers 
derived from the IS- 2 -microglobulin gene sequence 10 a 
35 ' ubiquitous housekeeping gene. These primers span exons 
"2-4 and generate a 620 bp PCR product. The sequences 
for these primers are: 
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S-2 (exon 2) 5 ' -AGC AGA GAA TGG AAA GTC AAA-3 ' 
S-2 (exon 4) 5'-TGT TGA TGT TGG ATA AGA GAA-3 ' 

The entire PSA mix and 7-10/zl of each PSM reaction mix 
were run on 1.5-2% agarose gels, stained with ethidium 
5 bromide and photographed in an Eage -Eye Video Imaging 
System (Statagene, Torrey Pines, CA. ) . Assays were 
repeated at least twice to verify results. 

Cloning and Sequencing of PCR Products, PGR products 
10 were cloned into the pCR II plasmid vector using the TA 
cloning system (Invitrogen) . These plasmids were 
transformed into competent E. coli cells using standard 
methods 11 and plasmid DNA was isolated using Magic 
Minipreps (Promega) and screened by restriction 
15 analysis. Double- stranded TA clones were then 
sequenced by the dideoxy method 12 using ^S-cCTP (NEN) 
and Sequenase (U.S. Biochemical) . Sequencing products 
were then analyzed on 6% polyacrilamide/7M urea gels, 
which were fixed, dried, and autoradiographed as 
20 described. 

Southern Analysis. PCR products were transferred from 
ethidium-stained agarose gels to Nytran nylon membranes 
(Schletcher and Schuell) by pressure blotting with a 

25 Posi-blotter (Stratagene) according to the 
manufacturer's instructions. DNA was cross-linked to 
the membrane using a UV Stratalinker (Stratagene) . 
Blots were pre -hybridized at 6 5 # C for 2 hours and 
subsequently hybridized with denatured 32 P-labeled, 

3 0 random-primed 13 cDNA probes (either PSA or &3$[) . 

Blots were washed twice in lx SSC/0.5% SDS at 42*C and 
twice in O.lx SSC/0.1% SDS at 50*C for 20 minutes each. 
Membranes were air-dried and autoradiographed for 1-3 
hours at room temperature with Hyperf ilm MP (Amersham) . 

35 
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Results 

PSA and PSM Nested PCR Assays: The application of 
nested PCR increased the level of detection from an 
5 average of 1:10,000 using outer primers alone, to 
better than 1:1,000,000. Dilution curves demonstrating 
this added sensitivity are shown for PSA and PSM-PCR in 
Figures 1 and 2 respectively. Figure 1 shows that the 
486 bp product of the PSA outer primer set is clearly 
10 detectable with ethidium staining to 1:10,000 
dilutions, whereas the PSA inner primer 355 bp product 
is clearly detectable in all dilutions shown. In 
Figure 2 the PSM outer primer 64 7 bp product is also 
clearly detectable in dilutions to only 1:10,000 with 
15 conventional PCR, in contrast to the PSM inner nested 
PCR 234 bp product which is detected in dilutions as 
low as 1:1,000,000. Southern blotting was performed on 
all controls and most of the patient samples in order 
to confirm specificity. Southern blots of the 
20 respective dilution curves confirmed the primer 
specificities but did not reveal any significantly 
increased sensitivity. 

PCR in Negative Controls: Nested PSA and PSM PCR was 
25 performed on 40 samples from patients and volunteers as 
described in the methods and materials section. Figure 
48 reveals results from 4 representative negative 
control specimens, in addition to a positive control. 
Each specimen in the study was also assayed with the S- 
3 0 2 -microglobulin control, as shown in the figure, in 
order to verify RNA integrity. Negative results were 
obtained on 39 of these samples using the PSA primers, 
however PSM nested PCR yielded 4 positive results. Two 
of these "false positives" represented patients with 
35 ' elevated serum PSA values and an enlarged prostate who 
"underwent a transrectal prostate biopsy revealing 
stromal and f ibromuscular hyperplasia. In both of 
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these patients the serum PSA level continued to rise 
and a repeat prostate biopsy performed at a later date 
revealed prostate cancer. One patient who presented to 
the clinic with a testicular cyst was noted to have a 
positive PSM nested PCR result which has been unable to 
explain. Unfortunately, this patient never returned 
for follow up, and thus have not been able to obtain 
another blood sample to repeat this assay. Positive 
result were obtained with both PSA and PSM primers in 
a 61 year old male patient with renal cell carcinoma. 
This patient has a normal serum PSA level and a normal 
digital rectal examination. Overall, if the two 
patients were excluded in whom a positive PCR, but no 
other clinical test, accurately predicted the presence 
15 of prostate cancer, 36/38 (94.7%) of the negative 
controls were negative with PSM primers, and 39/40 
(97.5%) were negative using PSA primers. 



10 



20 



Patient Samples: In a "blinded" fashion, in which the 
laboratory staff were unaware of the nature of each 
specimen, 117 samples from 77 patients mixed randomly 
with 4 0 negative controls were assayed. The patient 
samples represented a diverse and heterogeneous group 
as described earlier. Several representative patient 
25 samples are displayed in Figure 49, corresponding to 
positive results from patients with both localized and 
disseminated disease. Patients 4 and 5, both with 
stage D prostate cancer exhibit positive results with 
both the outer and inner primer pairs, indicating a 
large circulating tumor cell burden, as compared to the 
other samples. Although the PSM and PSA primers 
yielded similar sensitivities in LNCaP dilution curves 
as previously shown, PSM primers detected 
micrometastases in 62.3% of the patient samples, 
35 whereas PSA primers only detected 9.1%. In patients 
with documented metastatic prostate cancer (stages D 0 - 
D 3 ) receiving ant i -androgen treatment, PSM primers 
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detected micrometastases in 16/24 (66.7%), whereas PSA 
primers detected circulating cells in only 6/24 (25%) . 
In the study 6/7 patients with hormone-refractory 
prostate cancer (stage D 3 ) were positive. In the 
5 study, PSA primers revealed micrometastatic cells in 
only 1/15 (6.7%) patients with either pT3 or pT4 
(locally-advanced) prostate cancer following radical 
prostatectomy. PSM primers detected circulating cells 
in 9/15 (60%) of these patients. Interestingly, 
10 circulating cells 13/18 (72.2%) patients with pT2 
(organ-confined) prostate cancer following radical 
prostatectomy using PSM primers was detected. None of 
these patient samples were positive by PSA-PCR. 

15 Improved and more sensitive method for the detection of 
minimal, occult micrometastic disease have been 
reported for a number of malignancies by use of 
immunohistochemical methods (14) , as well as the 
polymerase chain reaction (3, 4, 5). The application 

20 of PCR to detect occult hematogenous micrometastases in 
prostate cancer was first described by Moreno, et al . 
(2) using conventional PCR with PSA-derived primers. 

. When human prostate tumors and prostate cancer cells 
25 in-vitro were studied by immunohistochemistry and mRNA 
analysis, PSM appeared to be highly expressed in 
anaplastic cells, hormone -refractory cells, and bony 
metastases (22, 23, 24), in contrast to PSA. If cells 
capable of hematogenous micrometastasis represent the 
30 more aggressive and poorly-differentiated cells, they 
may express a higher level of PSM per cell as compared 
to PSA, enhancing their detect ibility by RT-PCR. 

Nested RT-PCR assays are both sensitive and specific. 
3 5 Results have been reliably reproduced on repeated 
occasions. Long term testing of both cDNA and RNA 
stability is presently underway. Both assays are 
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capable of detecting one prostatic cell in at least one 
million non-prostatic cells of similar size. This 
confirms the validity of the comparison of PSM vs. PSA 
primers. Similar levels of PSM expression in both 
5 human prostatic cancer cells in-vivo and LNCaP cells 
in-vitro resulted. The specificity of the PSM-PCR 
assay was supported by the finding that two "negative 
control" patients with positive PSM-PCR results were 
both subsequently found to have prostate cancer. This 

10 suggests an exciting potential application for this 
technique for use in cancer screening. In contrast to 
recently published data (18), significant ability for 
PSA primers to accurately detect micrometastatic cells 
in patients with pathologically with pathologically 

15 . organ- confined prostate cancer, despite the sensitivity 
of the assay failed to result. Rather a surprisingly 
high percentage of patients with localized prostate 
cancer that harbor occult circulating prostate cells 
following "curative" radical prostatectomy results 

20 which suggests that micrometastasis is an early event 
in prostate cancer. 

The application of this powerful new modality to 
potentially stage and/or follow the response to therapy 
25 in patients with prostate cancer certainly merits 
further investigation. In comparison to molecular 
detection of occult tumor cells, present clinical 
modalities for the detection of prostate cancer spread 
appear inadequate. 
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EXAMPLE 11; 

CHROMOSOMAL LOCALIZATION OF COSMID CLONES 194 AND 683 
5 BY FLUORESCENCE IN -SITU HYBRIDIZATION: 

PSM was initially mapped as being locaced on chromosome 
llpll.2-pl3 (Figures 51-54). Further information from 
the cDNA in-situ hybridizations experiments 

10 demonstrated as much hybridization on the q as p arms. 
Much larger fragments of genomic DNA was obtained as 
cosmids and two of these of about 60 kilobases each one 
"going 3' and the other 5' both demonstrated binding to 
chromosome 11 p and q under low stringency. However 

15 under higher stringency conditions only the binding at 
Ilql4-q21 remained. . This result suggests that there is 
another gene on lip that is very similar to PSM because 
it is so strongly binding to nearly 120 kilobases of 
genomic DNA (Figure 50) . 

20 

Purified DNA from cosmid clones 194 and 683 was 
labelled with biotin dUTP by nick translation. 
Labelled probes were combined with sheared human DNA 
and independently hybridized to normal metaphase 

25 chromosomes derived from PHA stimulated peripheral 
blood lymphocytes in a solution containing 50% 
formamide, 10% dectran sulfate, and 2XSSC. Specific 
hybridization signals were detected by incubating the 
hybridized slides in fluoresein conjugated avidin. 

30 Following signal detection the slides were 
counterstained with propidium iodide and analyzed. 
These first experiments resulted in the specific 
labelling of a group C chromosome on both the long and 
short arms. This chromosome was believed to be 

3 5 chromosome 11 on the basis of its size and morphology. 
A second set of experiments were performed in which a 
chromosome 11 centromere specific probe was 
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cohybridized with the cosmid clones. These experiments 
were carried out in 60% formamide in an attempt to 
eliminate the cross reactive signal which was observed 
when low stringency hybridizations were done. These 
5 experiments resulted in the specific labelling of the 
centromere and the long arm of chromosome 11. 
Measurements of 10 specifically labelled chromosomes 11 
demonstrated that the cosmid clones are located at a 
position which is 44% of the distance from the 
10 centromere to the telomere of chromosome arm llq, an 
area that corresponds to band 14q. A total of 160 
metaphase cells were examined with 153 cells exhibiting 
specific labelling. 

15 Cloning of the 5' upstream and 3' downstream regions of 
the PSM genomic DNA. A bacteriophage PI library of 
human fibroblast genomic DNA (Genomic Systems, St. 
Louis, MI) was screened using the PGR method of Pierce 
et . al. Primer pairs located at either the 5' or 3' 

20 termini of PSM cDNA were used. Positive cosmid clones 
were digested with restriction enzymes and confirmed by 
Southern analysis using probes which were constructed 
from either the 5' or 3' ends of PSM cDNA. Positive 
clone p683 contains the 5' region of PSM cDNA and about 

25 60 kb upstream region. Clone -194 contains the 3' 
terminal of the PSM cDNA and about 60 kb downstream. 

EXAMPLE 12: 

3 0 PEPTIDASE ENZYMATIC ACTIVITY 

PSM is a type two membrane protein. Most type two 
membrane proteins are binding proteins, transport 
proteins or peptidases. PSM appears to have peptidase 
35 .activity. When examining LNCaP cells with a substrate 
*N-acetyl-aspartyl- K C-glutamic acid, NAAG, glutamic acid 
was released, thus acting as a carboxypeptidase . In 
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vitro translated PSM message also had this peptidase 
activity. . 

The result is that seminal plasma is rich in its 
content of glutamic acid, and are able to design 
inhibitors to enhance the activity of the non degraded 
normal substrate if its increased level will have a 
biologic desired activity. Also biologic activity can 
be measured to see how it correlates wit the level of 
message. Tissue may be examined for activity directly 
rather than indirectly using in-situ analysis or 
immunohistochemical probes. Because there is another 
gene highly similar on the other arm of chromosome 11 
when isolated the expressed cloned genes can be used to 
determine what are the substrate differences and use 
those substrates for identification of PSM related 
activity, say in circulating cells when looking for 
metastases . 



20 EXAMPLE 13 : 

I ONOTROP I C GLUTAMATE RECEPTOR DISTRIBUTION IN PROSTATE 
TISSUE 

25 Introduction: 

Excitatory neurotransmission in the central nervous 
system (CNS) is mediated predominantly by glutamate 
receptors. Two types of glutamate receptors have been 
identified in human CNS: metabotropic receptors, which 
3 0 are coupled to second- messenger systems, and ionotropic 
receptors, which serve as ligand-gated ion channels. 
The presence of ionotropic glutamate receptors in human 
prostate tissue was investigated. 



35 



Methods: 

Detection of glutamate receptor expression was 
performed using anti-GluR2/3 and anti-biotin 
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immunohistochemical technique in paraffin -embedded 
human prostate tissues. PSM antigen is a 
neurocarboxypeptidase that acts to release glutamate . 
In the CNS glutamate acts as a neurotransmitter by 
5 acting on glutaminergic ion channels and increases the 
flow of ions like calcium ions. One way the glutamate 
signal is transduced into cell activity is the 
activation of nitric oxide synthase, and nitric oxide 
synthase has recently been found to be present in human 

10 prostatic tissue. NO is a major signalling mechanism 
and is involved in control of cell growth and death, in 
response to inflammation, in smooth muscle cell 
contraction, etc, . In the prostate much of the stroma 
is smooth muscle. It was discovered that the prostate 

15 is rich in glutaminergic receptors and have begun to 
define this relationship. Stromal abnormalities are 
the key feature of BPH. Stromal epithelial 

interactions are of importance in bothe BPH and CaP. 
The other glutaminergic receptors through G proteins to 

20 change the metabolism of the cell. 

Results: 

Anti-GluR2/3 immunoreactivity was unique to prostatic 
25 stroma and was absent in the prostatic epithelial 
compartment. Strong anti-GluR4 immunoreactivity was 
observed in basal cells of prostatic acini. 

Discussion: 

30 The differential distribution of ionotropic glutamate 
receptor subtypes between the stromal and epithelial 
compartments of the prostate has not been previously 
described. Prostate-specific membrane antigen 

(PSMA)has an analogous prostatic distribution, with 

35 expression restricted to the epithelial compartment. 

PSM antigen is a neurocarboxypeptidase that acts to 
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release glutamace from NAAG l, also a potential 
neurotransmitter. In the CNS glutamate acts as a 
neurotransmitter by acting on glutaminergic ion 
channels and increases the flow of ions like calcium 
5 ions. One way the glutamate signal is transduced into 
cell activity is the activation of nitric oxide 
synthase, and nitric oxide synthase has recently been 
found to be present in human prostatic tissue. NO is 
a major signaling mechanism and is involved in control 
of cell growth and death, in response to inflammation, 
in smooth muscle cell contraction, etc, . In the 
prostate much of the stroma is smooth muscle. The 
prostate is rich in glutaminergic receptors. Stromal 
abnormalities are the key feature of BPH. Stromal 
15 epithelial interactions are of importance in both BPH 
and CaP. The other glutaminergic receptors through G 
proteins to change the metabolism of the cell. 
Glutamate can be produced in the cerebral cortex 
through the carboxypeptidase activity of the prostate - 
20 specific membrane antigen (PSMA) . In this location, 
PSMA cleaves glutamate from acetyl -aspartyl -glutamate . 
Taken together, these observations suggest a function 
for PSMA in the human prostate; glutamate may be an 
autocrine and/or paracrine signalling molecule, 
25 possibly mediating epithelial-stromal interactions. 
Ionotropic glutamate receptors display a unique 
compartmental distribution in the human prostate. 



The carboxypeptidase like activity and one substrate is 
30 the dipeptide N-acetyl-aspartyl glutamic acid, NAAG 
which is one of the best substrates found to date to 
act as a neurotransmitter in the central nervous system 
and its abnormal function may be associated with 
neurotoxic disorder such as epilepsy, ALS, alzheimers 
3 5 etc. PSM carboxypeptidase may serve to process 
neuropeptide transmitters in the prostate. 
Neuropeptide transmitters are associated with the 
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neuroendocrine cells of Che prostate and neuroendocrine 
cells and are thought to play a role in prostatic tumor 
progression. Interestingly PSM antigen's expression is 
upregulated in cancer. Peptides known to act as 
5 prostatic growth factors such as TGF-a and bFGF, up 
regulate the expression of the antigen. TNF on the 
other hand downregulate PSM. TGF and FGF act through 
the mitogen activated signaling pathway, while TNF acts 
through the stress activated protein kinase pathway. 
10 Thus modulation of PSM expression is useful for 
enhancing therapy. 

EXAMPLE 14; 

15 IDENTIFICATION OF A MEMBRANE -BOUND PTEROYLPOLYGAMMA- 
GLUTAMYL CARBOXYPEPTIDASE (FOLATE HYDROLASE) THAT IS 
EXPRESSED IN HUMAN PROSTATIC CARCINOMA 

PSM may have activities both as a folate hydrolase and 

20 a carboxyneuropeptidase. For the cytotoxic drug 
methotrexate to be a tumor toxin it has to get into the 
cell and be polygammaglutamated which to be active, 
because polyglutamated forms serve as the enzyme 
substrates and because polyglutamated forms or toxins 

25 are also retained by the cell. Folate hydrolase is a 
competing reaction and deglutamates methotrexate which 
then can diffuse back out of the cell. Cells that 
overexpose folate hydrolase activity are resistant to 
methotrexate.. Prostate cancer has always been 

30 absolutely refractory to methotrexate therapy and this 
may explain why, since the prostate and prostate cancer 
has a lot of folate hydolase activity. However, based 
on this activity, prodrugs may be generated which 
would be activate at the site of the tumor such as N- 

35 . phosphonoacetyl-l-aspartate-glutamate. PALglu is an 
inhibitor of the enzyme activity with NAAG as a 
substrate . 
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Prostate specific membrane antigen was immuno 
precipitated from the prostate cancer cell line LNCaP 
and demonstrated it to be rich in folate hydolase 
activity, with gammaglutamated folate or polyglutamated 
5 methotrexate being much more potent inhibitors of the 
neuropeptidase activity than was quisqualate, which was 
the most potent inhibitor reported up to this time and 
consistent with the notion that polyglutamated folates 
may be the preferred substrate. 

10 

Penta-gammaglutamyl- folate is a very potent inhibitor 
of activity (inhibition of the activity of the enzyme 
is with O.Sum Ki.) As penta-gammaglutamyl -folate may 
also be a substrate and as folates have to be 

15 depolygammaglutamated in order to be transported into 
the cell, this suggest that this enzyme may also play 
a role in folate metabolism. Folate is necessary for 
the support of cell function and growth and thus this 
enzyme may serve to modulate folate access to the 

20 prostate and prostate tumor. The other area where PSM 
is expressed is in the small intestine. It turns out 
that a key enzyme of the small intestine that is 
involved in folate uptake acts as a gamma- 
carboxypeptidase in sequentially proteolytically 

25 removing the terminal gammaglutaminyl group from 
folate. In the bone there is a high level of unusual 
gammaglutamate modified proteins in which the gamma 
glutamyl group is further carboxylated to produce 
gammacarboxyglutamate, or GLA. One such protein is 

30 osteonectin. 

Using capillary electrophoresisis pteroyl poly-gamma- 
glutamate carboxypeptidase (hydrolase) activity was 
investigated in membrane preparations from androgen- 
35 sensitive human prostatic carcinoma cells (LNCaP) . The 
enzyme immunologically cross -reacts with a derivative 
of an anti-prostate monoclonal antibody (7E11-C5) that 
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The PSM enzyme hydrolyzes gamma -glutamyl linkages and 
is an exopeptidase as it liberates progressively 
glutamates from methotrexate triuglutamate (MTXGlUj) 
5 and folate pentaglutamate (Pte Glu 3 ) with accumulation 
of MTX and Pte Glu respectively. The semi-purified 
membrane -bound enzyme has a broad activity from pH 2 to 
10 and is maximally active at pH4.0. Enzymatic activity 
was weakly inhibited by dithf othreitol (>0.2 mM) but 

10 not by reduced glutathione, homocysteine, or p- 
hydroxymercuribenzoate (0.05-0.5 mM) . By contrast to 
LNCaP cell membranes, membranes isolated from androgen - 
insensitive human prostate (TSU-Prl, Duke-145, PC-3) 
and estrogen-sensitive mammary adenocarcinoma (MCF-7) 

15 cells do not exhibit comparable hydrolase activity nor 
do they react with 7E11-C5. Thus, a folate hydrolase 
was identified in LNCap cells that exhibits 
exopeptidase activity and is strongly expressed by 
these cells. 

20 

PALA-Glutamate 3 was tested for efficacy of the prodrug 
strategy by preparing N-acetylaspartylglutamate, NAAG 
1 (Figure 59). NAAG was synthesized from commercially 
available gamma -benzylaspart ate which was acetylated 

25 with acetic anhydride in pyridine to afford N-acetyl- 
gamma-benzyl aspartate in nearly quantitative yield. 
The latter was activated as its pentaf luorophenyl ester 
by treatment with pentaf luorophenyltrif luoroacetate in 
pyridine at 0 deg.C for an hour. This activated ester 

30 constitutes the central piece in the preparation of 
compounds 1 and 4 (Figure 60) . When 6 is reacted with 
epsilon-benzyl-L-glutamate in the presence of HOAT ( 1 - 
hydroxy- 7 -azabenzotriazole) in THF-DMF 

(tetrahydrofuran, N,N- dimethylformamide) at reflux for 

3 5 an overnight period and after removal of the benzyl 
"protecting groups by hydrogenolysis (H2, 30 psi, 10% 
Pd/C in ethylacetate) gave a product which was 



WO 96/26272 PCTAJS96/02424 

-139- 

identical in all respects to commercially available 
NAAG (Sigma) . 



PAJLA-Glutamate 3 and analog 5, was synthesized in a 
5 similar manner with the addition to the introduction of 
a protected phosphonoacetate moiety instead of a simple 
acetate. It is compatible with the function of 
diethylphosphonoacetic acid which allows the removal of 
the ethyl groups under relatively mild conditions. 

10 

Commercially available diethylphosphonoacetic acid was 
treated with perf luorophenyl acetate in pyridine at 0 
deg.C to room temperature for an hour to afford the 
corresponding pentaf luorophenyl ester in nearly 

15 quantitative yield after short path column 
chromatography. This was then reacted with gamma - 
benzylaspartate and HOAT in tetrahydrofuran for half an 
hour at reflux temperature to give protected PALA 7 (N- 
phosphonoacetylaspartate) in 90% yield after flash 

20 column chromatography. The free acid was then 
activated as its pentaf luorophenyl ester 8, then it was 
reacted with delta-benzyl -L-glutamate and HOAT in a 
mixture of THF-DMF (9:1 # v/v) for 12 hours at reflux to 
give" fully protected PALA-Glutamate 9 in 66% yield 

25 after column chromatography. Sequential removal of the 
ethyl groups followed by the debenzylation was 
accomplished for a one step deprotection of both the 
benzyl and ethyl groups. Hence protected PALA- 
Glutamate was heated up - to reflux in neat 

30 trimethylsilylchloride for an overnight period. The 
resulting bistrimethylsilylphosphonate ester 10 was 
submitted without purification to hydrogenolysis (H 2 30 
psi, 10% Pd/C, ethylacetate) . The desired material 3 
was isolated after purification by reverse phase column 

3 5 chromatography and ion exchange resin. 

Analogs 4 and 5 were synthesized by preparation of 
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phosphonoglutamate 14 from the alpha -car boxy 1 -protected 
glutamate . 



Commercially available alpha -benzyl -N-Boc-L-glutamate 
5 11 was treated at refluxing THF with neat 
boranedimethylsulf ide complex to afford the 
corresponding alcohol in 90% yield. • This was 
transformed into bromide 12 by the usual procedure 
(Pph 3 ,CBr 4 ) . 

10 

The Michaelis-Arbuzov reaction using triethylphosphite 
to give the corresponding diethylphosphonate 13 which 
would be deprotected at the nitrogen with 
trif luoroacetic acid to give free amine 14. The latter 
15 would be condensed separately with either 
pentaf luorophenylesters 6 or 8 to give 16 and 15 
respectively, under conditions similar to those 
described for 3. 15 and 16 would be deprotected in the 
same manner as for 3 to yield desired analogs 4 and 5 . 

20 

An inhibitor of the metabolism of purines and 
pyrimidine like DON (6-diazo-5-oxo-norleucine) or its 
aspartate- like 17, and glutamate- like 18 analogs would 
be added to the series of substrates. 

25 

Analog 20 is transformed into compound 17 by treatment 
with oxalyl chloride followed by diazomethane and 
deprotection under known conditions to afford the 
desired analogs. In addition, azotomycin is active only 
3 0 after in vivo conversion to DON which will be released 
after action of PSM on analogs 17, 18, and 19. 

In addition, most if not all chemotherapies rely on one 
hypothesis; fast growing cells possess a far higher 
35 appetite for nutrients than normal cells. Hence, they 
■uptake most of. the chemotherapeutic drugs in their 
proximity: This is why chemotherapy is associated with 



10 
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serious secondary effects (weakening of the immune 
system, loss of hair, thaC somecimes thg 

patient's life in danger. a selective and effective 
drug that cures where it should without damaging what 
it shouldn't damage is embodied in representative 
structures 21 and 22. 

Representative compounds, 21 and 22, were designed 
based on some of the specific effects and properties of 
PSM, and the unique features of some newly discovered 
cytotoxic molecules with now known mode of action The 
latter, referred to commonly as enediynes, l ike 
dynemycin A 23 and or its active analogs. The recent 
isolation of new natural products like Dynemycin A 23 
has generated a tremendous and rapidly growing interest 
m the medical and chemical sciences. They have 
displayed cytotoxicities to many cancer cell lines at 
the sub-nanomolar level. One problem is they are very 
toxxc, unstable, and non- selective . Although they have 
been demonstrated, in vitro, to exert their activity 
through DNA damage by a radical mechanism as described 
below, their high level of toxicity might imply that 
they should be able to equally damage anything in their 
path, from proteins to enzymes, ...etc. 



15 



20 



25 



30 



These molecules possess unusual structural features 
that provide them with exceptional reactivities 
Dynemycin A 23 is relatively stable until the 
anthraquinone moiety is bioreduced into 
hydroanthraquinone 24 . This triggers a chain of events 
by which a diradical species 25 is generated as a 
result of. a Bergman cycloaromatizatW . Diradical 
species 25 is the ultimate damaging edge of dynemycin 
A. it subtracts 2 (two) protons from any neighboring 
35 molecule or molecules (ie . DNA) producing radicals 
therein. These radicals in turn combine with molecular 
oxygen to give hydroperoxide intermediates that, in the 
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case of DNA, lead to single and double strand incision, 
and consequent cell death. Another interesting feature 
was provided by the extensive work of many organic 
chemists who not only achieved the total synthesis of 
5 ( + ) -dynemycin A 23 and other enediynes. but also 
designed and efficiently prepared simpler yet as active 
analogs like 26. 

Enediyne 26 is also triggerable and acts by virtue of 
10 the same mechanism as for 23 . This aspect is very 
relevant to the present proposed study in that 27 ( a 
very close analog of 26) is connected to NAAG such that 
the NAAG- 27 molecule, 21, would be inert anywhere in 
the body (blood, organs, normal prostate cells, 
15 ...etc.) except in the vicinity of prostate cancer, and 
metastatic cells. In this connection NAAG plays a 
multiple role: 

- Solubilization and transport: analogs of 26- 
20 type are hydrophobic and insoluble in aqueous media, 
but with a water soluble dipeptide that is indigenous 
to the body, substrate 21 should follow the ways by 
which NAAG is transported and stored in the body. 

25 - Recognition, guidance, and selectivity: 

Homologs of PSM are located in the small intestines and 
in the brain. 

In the latter, a compound like 27 when attached to a 
30 multiply charged dipeptide like NAAG, has no chance of 
crossing the blood brain barrier. In the former case, 
PSM homolog concentration in the small intestines is 
very low compared to that of PSM in prostrate cancer 
cells. In addition, one could enhance the selectivity 
35 of delivery of the prodrug by local injection in the 
?" prostate. Another image of this strategy could be 
formulated as follows. If prostate cancer were a war 
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in which one needed a "smart bomb" to minimize the 
damage within the peaceful surroundings of the war 
zone, then 21 would be that "smart bomb". NAAG would 
be its guidance system, PSM would be the trigger, and 
5 27 would be the warhead. 

26 and its analogs are established active molecules 
that portray the activity of dynemycin A. Their 
syntheses are described in the literature. The total 

10 synthesis of optically active 27 has been described 0 . 
The synthetic scheme that for the preparation of 28 is 
almost the same as that of 27. However, they differ 
' only at the position of the methoxy group which is meta 
to the nitrogen in the case of 28. This requires an 

15 intermediate of type 29, and this is going to be 
prepared by modification of the Myers 1 method. 
Compound 28 is perhaps the closest optically active 
analog that resembles very much 26, and since the 
activity of the latter is known and very high. 

20 

Since NAAG is optically pure, its combination with 
racemic material sometimes complicates purification of 
intermediates. In addition, to be able to modify the 
components of this system one at a time, optically pure 
25 intermediates of the type 21 and 22 are prepared. 27 
was prepared in 17 steps starting fro commercially 
available material. Another interesting feature of 27 
is as demonstrates in a very close analog 26, it 
possesses two (2) triggers as shown by the arrows. 

30 

The oxygen and the nitrogen can both engender the 
Bergman cycloaromatization and hence the desired 
damage. The simple protection deprotection 

manipulation of either functionality should permit the 
3 5 selective positioning of NAAG at the nitrogen or at the 
oxygen centers. PSM should recognize the NAAG portion 
of 21 or 22, then it would remove the glutamic acid 
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moiety. This leaves 27 attached to N-acetylaspartate . 

Intramolecular assisted hydrolysis of systems like N- 
acetylaspartyle is well documented in the literature. 
5 The aminoacid portion should facilitate the hydrolysis 
of such a linkage. In the event this would not work 
when NAAG is placed on the nitrogen, an alternative 
would be to attach NAAG to the oxygen giving rise to 
phenolic ester 22 which is per se labile and removable 
10 under milder conditions. PSM specific substrates can 
be designed that could activate pro-drugs at the site 
of prostatic tumor cells to kill those cells. PSM 
specific substrates may be used in treatment of benign 
prostatic hyperplasia. 
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EXAMPLE 15 : 

GENOMIC ORGANIZATION OP PSM EXON/INTRON JUNCTION 
5 SEQUENCES 

EXON 1 Intron 1 

IF. strand 
CGGCTTCCTCTTCGG 
10 cggcttcctcttcgg^ taggggggcgcctcgcggag . . .tatttttca 

1R. strand . . . ataaaaagtCCCACCAAA 



15 Exon 2 Intron 2 

2F. strand 
ACATCAAGAAGTTCT 

acatcaagaagttct caagtaagtccatactcgaag. . . 
20 2R. strand . . . caagtggtcATTAAAATG 



Exon 3 Intron 3 

3F. strand 
25 GAAGATGGAAATGAG 

gaagatggaaatgag gtaaaatataaataaataaataa . 



Exon 4 Intron 4 

3 0 4F. strand 

AAGGAATG CCAGAGG 

aaggaatgccagagg taaaaacacagtgcaacaaa . 



4R. strand 

35 



. agagttgTCCCGCTAGAT 
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Exon 5 Intron 5 

5F. strand 
CAGAGGAAATAAGGT 

cagaggaaataaggt aggtaaaaattatctctttttt . . . 
5 . . .gtgttttctAGGTTAAAAATG 

5R. strand - - . cacttttgaTCCAATTT 



10 Exon 6 Intron 6 

6F. strand 
GTTACCCAGCAAATG 

gttacccagcaatg gtgaatgatcaatccttgaat 



15 



6R- strand . . .aaaaaaagtCTTATACGAATA 



Exon 7 Intron 7 

7F . strand 

2 0 ACAGAAGCTCCTAGA 

acagaagctcctaga gtaagtttgtaagaaaccargg. . . 

7R. strand . . .aaacacaggttatcTTTTTACCCA 

25 Exon 8 Intron 8 

8F. strand 
AAACTTTTCTACACA 

aaacttttctacaca gttaagagactatataaatttta . . . 

3 0 8R. strand . . . . aaacgtaatcaTTTTCAGTTCTAC 

Exon 9 Intron 9 

9F. strand 
AGCAGTGGAACCAG 
35 agcagtggaaccag gtaaaggaatcgtttgctagca . . . 

| ... 1 1 1 c t aga t AGATATGTCATTC 
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. . . aaagaTCTGTCTATACAGTAA 



Exon 10 Intron 10 

10F. Strand 
5 CTGAAAAAGGAAGG 

ctgaaaaaggaagg taatacaaacaaatagcaagaa . . . 

Exon 11 Intron 11 

10 hp. strand 

TGAGTGGGCAGAGG 

agagg ttagttggtaatttgctataatata • . . 



15 • Exon 13 Intron 12 

12R. strand 
GAGTGTAGTTTCCT 

gtagtttcct gaaaaataagaaaagaatagat , 



20 



Exon 14 Intron 13 

13R. strand 
AGGGCTTTTCAGCT 

agggcttttcagct acacaaattaaaagaaaaaaag . 



25 



Exon 14 Intron 14 

14F. strand 
GTGGCATGCCCAGG 

gtggcatgcccagg taaataaatgaatgaagtttcca . . 

Exon 16 Intron 15 

15R. strand 
AATTTGTTTGTTTCC 

aatttgtttgtttcc .tacagaaaaaacaacaaaaca . 
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Exon 16 Intron 16 

16F. strand 
CAGTGTATCATTTG 

cagtgtatcatttg gtatgttacccttcctttttcaaatt . . . 
5 ... 1 1 1 c ag ATTCACTTTTTT 

16R. strand . . . aaagtcTAAGTGAAAA 



10 Exon 17 Intron 17 

17F. strand 
TTTGACAAAAGCAA 

tttgacaaaagcaa gtatgttctacatatatgtgcatat . . . 
15 17R. strand . . . aaagagtcGGGTTA 

Exon 18 Intron 18 

18F. strand 
20 GGCCTTTTTATAGG 

ggcctttttatagg taaganaagaaaatatgactcct . . . 

18R. strand . . .aatagttgTGTAAACCC 

25 

Exon 19 Intron 19 

19F. strand 
GAATATTATATATA 

gaatattatatata gttatgtgagtgtttatatatgtgtgt . . . 

30 

Notes: F: Forward strand 
R: Reverse strand 



35 
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What is claimed ia; 

1. An isolated nucleic acid molecule encoding an 
alternatively spliced prostate-specific membrane 
(PSM'} antigen. 

2. An isolated mammalian DNA molecule of claim l. 

3. An isolated mammalian cDNA molecule of claim 2. 

4 . An isolated mammalian RNA molecule derived from 
claim 1. 

5. An isolated nucleic acid molecule of at least 15 
15 nucleotides capable of specifically hybridizing 

with a sequence of . the isolated nucleic acid 
molecule of claim 1, 



10 



20 



A DNA molecule of claim 5. 
A RNA molecule of claim 5. 



8. A method of detecting expression of a 
alternatively spliced prostate-specific membrane 

25 (PSM') antigen in a cell which comprises 

obtaining total mRNA from the cell, contacting 
the mRNA so obtained with a labelled nucleic acid 
molecule of claim 5 under hybridizing conditions, 
determining the presence of mRNA hybridized to 

30 the molecule, and thereby detecting the 

expression of the alternatively spliced prostate- 
j specific membrane (PSM' ) antigen in the cell. 



9. 

35 

\ 



An isolated nucleic acid molecule of claim 2 
operatively linked to a promoter of RNA 
transcription. 
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A vector which comprises the isolated nucleic 
acid molecule of claim 1. 

A host vector system for the production of a 
polypeptide having the biological activity of the 
alternatively spliced prostate-specific membrane 
(PSM') antigen which comprises the vector of 
claim 10 and a suitable host. 

A host ^vector system of claim 11, wherein the 
suitable host is a bacterial cell, insect cell, 
or mammalian cell . 

A method of producing a polypeptide having the 
biological activity of the prostate -specific 
membrane antigen which comprises growing the host 
cells of the host vector system of claim 12 under 
suitable conditions permitting production of the 
polypeptide and recovering the polypeptide so 
produced. 

An isolated nucleic acid molecule encoding a 
prostate-specific membrane antigen promoter. 

A polypeptide encoded by the isolated nucleic 
acid molecule of claim 1. 

A method of detecting hematogenous micrometastic 
tumor cells of a subject, comprising (A) 
performing nested polymerase chain reaction (PCR) 
on blood, bone marrow or lymph node samples of 
the subject using the prostate specific membrane 
antigen primers, and (B) verifying 
micrometastases by DNA sequencing and Southern 
analysis, thereby detecting hematogenous 
micrometastic tumor cells of the subject. 
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17. The method of claim 16, wherein the primers are 
derived from prostate specific antigen. 

18. The method of claim 16, wherein the subjects is 
5 administered hormones, epidermal growth factor, 

b- fibroblast growth factors, or tumor necrosis 
factor. 

19. A method of determining prostate cancer 
10 progression in a subject which comprises: a) 

obtaining a suitable prostate tissue sample; b) 
extracting RNA from the prostate tissue sample ; 
c) performing a RNAse protection assay on the 
RNA, thereby forming a duplex RNA-RNA hybrid; d) 
15 detecting PSM and PSM' amounts in the tissue 

sample; e) calculating a PSM/PSM' tumor index, 
thereby determining prostate cancer progression 
in the subject. 



20 20. The method of claim 19, further comprising 

performing in-situ hyribridization. 
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FIGURE 12A 
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FIGURE 17A 
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FIGURE 19 
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FIGURE 21 
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FIGURE 23 
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FIGURE 24A 
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FIGURE 26 
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FIGURE 30 
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FIGURE 31A 



" 2 | 3 | 4 ? 50 60 

1 2£^??S?S CTTACGCTGA ATGCTTGCAG ACAGCATGCT TGGTTACAGA TGGGCTGTGA 
TTCCCACCAG GAATCCCACT TACGAACGTC TCTCCTACGA ACCAATCTCT ACCCGACACT 

61 GTTTTATAAG GCTGCTCCTT AGGCTGAATG CTTGCAGACA GGATGCTTGG 

GAGCTCACCT CAAAATATTC CCACGAGGAA TCCGACTTAC GAACGTCTGT CCTACGAACC 

X21 TTACAGATGG GCTGTGAGCT GGGTCCTTGT AAGAGGATGC TTGGGTGCTA AGTGAGCCAT 
AATGTCTACC CGACACTCGA CCCACGAACA TTCTCCTACG AACCCACGAT TCACTCGGTA 

181 TTGCAGTTGA CCCTATTCTT GGAACATTCA TTCCCCTCTA CCCCTGTTTC TGTTCCTGCC 
AACGTCAACT GGGATAAGAA CCTTGTAAGT AAGCGGACAT GGGGACAAAG ACAAGGACGG 

241 AGCTAAGCCC ATTTTTCATT TTTCTTTTAA CTCCTTAGCG CTCCGCAAAA CTTAATCAAT 
TCGATTCGGG TAAAAAGTAA AAAGAAAATT GAGGAATCGC GAGGCGTTTT GAATTAGTTA 

301 TTOTAJUC CTCACTTTTC TTATCTCTAA AAGGTAAATA ATAATACAGC GTCCAACAGA 
AAGAAATTTG GAGTCAAAA5 AATAGACATT TTCCATTTAT TATTATGTCC CACCTTGTCT 

361 AAAA TCTAGT GTGGTTTACA TAATCA-CTG TTAGAGATTT TAAATTATTT CAGGATAAGT 
TTTTAGATCA CACCAAATC7 ATTAGTGCAC AATCTCTAAA ATTTAATAAA GTCCTATTCA 

421 CATGATAATT AAATCAAATA ATGCACATAA ACCACATAGT CTGGTGTCCT CCATATACAA 
CTACTATTAA TTTACTTTAT TACGTGTATT TCGTGTATCA CACCACAGGA GGTATATCTT 

481 AATGCTCAGT ATATTGCTTA TTAACTACTT GTTGAACGTT TATCTTCTCC ACTAAACTCT 
TTACGACTCA TATAACCAAT AATTGATCAA CAACTTCCAA ATAGAAGAGG TGATTTGACA 

54 1 AAGTTCCACA ACCCTTACAA TATGTGACAG ATATTCATTC ATTGTCTGAA TTCTTCAAAT 
TTCAAGGTGT TCGGAATGTT ATACACTGTC TATAAGTAAG TAACAGACTT AAGAAGTTTA 

601 ACATCCTCTT CACCATAGCG TCTTATTAAT TCAATTATTA ATTGAATAAA TTCTATTGTT 
TGTAGGAGAA GTGCTATCGC AGAATAATTA ACTTAATAAT TAACTTATTT AAGATAACAA 

661 CAAAAATCAC TTTTATATTT AACTGAAATT TGCTTACTTA TAATCACATC TAACCTTCAA 
CTTTTTACTG AAAATATAAA TTGACTTTAA ACGAATGAAT ATTAGTGTAG ATTGGAAGTT 



721 AGAAAAC ACA TTAACCAACT GTACTGGGTA ATGTTACTGG GTGATCCCAC CTTTTACAAA 
TCTTTTGTGT AATTGCTTGA CATGACCCAT TACAATGACC CACTAGGGTG CAAAATGTTT 
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FIGURE 31 B 
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10i: SSSSS SIS SSSSS SSSSS SSSSS SSSSS 
1081 SSSSS SSSSS SSSSS SSSSS SSSSS SSSSS 
m * SSSSS SSSSS SSSSS SSSSS SSSSS SSSSS 
1201 sssss SSSSS SSSSS SSSSS SSSSS SSSSS 
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lm SSSSS SSSSS SSSSS SSSSS SSSSS SSSSS 
mi SSSSS SSSSS SSSSS SSSSS SSSSS SSSSS 
14,1 SSSSS SSSSS SSSSS SSSSS SSSSS SSSSS 
1501 SSSSS SSSSS SSSSS SSSSS SSSSS SSSSS 

1"! MACTACTCC TACCAAATCC .OMCCTCtC TW6CATT. TM«*a>=» STITMTm 
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FIGURE 31 C 

TTTCATGAGG ATCGTTTACG TGCCGGACAG AGTGCCTAAT ATTCTTGTGT CAAATAAAAT 

" 21 3SSS2 = S2S38 ;s; ss ss 

1Ml SSSSS ESSS? SEES? SIS SSS3K3 2SE 
SSSS SSS SSSS SSSS SSSSS SSSS 
SSJ£S SEES ESSE ESSE SEES SSSSSSSS 
ls " SSS2 EESI ESSE SS S 
1921 = SEES SSSSSS ESSE ESSE =S 

1981 SI2S£T£ CTGAGTAGCT GGGACTACAG GAGCCCGCCA CCACGCCCAG CTAATTTTTG 
GGAGTCGGAG GACTCATCGA CCCTCATGTC CTCGGGCGGT GGTGCGGGTC GA^AAaTIc 

2041 SnUTirl iSSi^ 000 TTTCACCATG TTGGCCAGGA TGGTCTCGAT TTCTCGACTT 
ATAAAAATCA TCTCTACCCC AAAGTGGTAC AACCGGTCCT ACCAGAGCTA AAGAGctSU 

2101 22il££ ^I" GCGC CTCCCA AAGT GCTGGGATTA CAGCCGTGAG CCACCACGCC 
GCACTAGGCG GACAGACCCG GAGGGTTTCA CGACCCTAAT GTCCGCACTC GGTCGTGCGG 

2161 S^TT^ ^T^r" CTAATC 'AAC TGGAGGATAA TACCCTACAT GTTTATAAT 
CCCGAAATTT TTTACCAAAA CATTACATTC ACCTCCTATT ATGGGATGTA CAAAtStoI 

2221 i^5 AATAATA TTCTTTAGGA AAAAGGGCGC GGTGGTGATT TACACTGXTr imim^ 
TTGTTATTAT AAGAAATCCT TTTTCCCGCG CCACcISaI liSSSH Jg^cSaIg 

2281 CCGACTATGC AAAAAAAGCG CAGCTTTTTC TGCTCTGCTT TTATTCACT* r>r~r»^^. 
OGCTGATACC TTITnTCCC GTCGAAAAAG AcSSSSI SSSESSJ SSSSSS 

2341 G i^y TGTAT ACAATTTCAG AGTTGAATAA AAGTTCCTCA TAATTATAGG AGTCGAGAr* 
CTCTAACATA TCTTAAAGTC TCAACTTATT TTCAAGGAGT SSSSS JSSJSS 
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FIGURE 31 D 



2401 ^^T^ TTTCTTCCTr TCATTTTTAT ATTTAAGCAA CAGCTGGACA TTTTCCAAGA 
CCTCTCAGAG AAAGAAGGAA AGTAAAAATA TAAATTCGTT CTCGACCTGT AAAAGGTTCT 

24 61 aag: . . rm tttttaaggc gcctctcaaa aggggccgga tttccttctc CTGGAGGCAG 

TTCAAAAAAA AAAAATTCCG CGGAGAGTTT TCCCCGGCCT AAAGGAAGAG GACCTCC^C 

2 521 ATGTTGCCTC TCTCTCTCGC TCGCATTGGT TCAGTGCACT CTAGAAACAC TGCTCTr^rr 
TACAACGGAC AGAGAGAGCG AGCCTAACCA AGTCAcSS I^aISc 

2551 ^ GAAA , C T GG ACCCCA =GTC TGGAGCGAAT TCCAGCCTGC AGGGCTGATA AGCCACGCA^ 
CTCTTTGACC TGGGGTCCAG ACCTCGCTTA AGGTCGGACG TCCCGACTAT TCGCTCcSa 

" 41 " CAGAGACT TTACCCCCCC GTGGTGGTTG GAGGGCGCGC AGTAGAGCAG 

ATCACTCTAA CTCTCTCTGA AATGGGGCGG CACCACCAAC CTCCCGCGCG TCATCTCGTC 

2701 SSfSrJS GCGGGTCCCG GGAGGCCGGC TCTGCTCGCG CCGAGATGTG GAATCTCCTT 
CGCCCAGGGC CCTCCGGCCC A3ACGAGCGC GGCTCTACAC CTTAGAgSI 

2761 cir^^H A 5 rCCGCTCT GOCCACCCCC CCCCGCCCGC GCTGGCTGTG CGCTGGGGCG 
GTGCTTTGGC TGAGCCGACA CCGGTGGCGC GCGGCGGGCG CGACCGACAC GCGACCCCGC 

2821 Srcl^^ ^ GCTGCCTT CT^TCTCCTC GGCTTCCTCT TCCGTAGGGG GGCGCCTCGC 
GACCA.GACC GCCCACCGAA GAAAGAGGAG CCGAACGAGA ACCCATCCCC CCCCGGAGCG 

2881 ^ GAGCAAACC TCGGAGTCTT CCCCGTGCTG CCGCGGTGCT GGGACTCGCG GGTCAGCTGC 
CCTCGT7TGG AGCCTCAGAA GGGGCACCAC GGCCCCACGA CCCTGAGCGC cScTCgIcG 

" 41 CCTGTTGCTG CTCTTCCCCA GGGGCGGCGA T7AGGGTCGG GGTAATGTGG 

CCTCACCCTA GGACAACGAC CAGAAGGGCT CCCCGCCGCT AATCCCAGCC CCATTACACC 



3 001 GGTGAGCACC CCTCGAG 
CCACTCGTGG GGAGCTC 
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FIGURE 32 

Potential binding sites on tne PSM promoter* 
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IFN AAWAANGAAAGGR590 13/13 Cell 41:509 (1985) 

l^fr M f Pr ° m0ter !! quence 68 3XFRVS (Fig 1) starts from the 5' end of the 
Si fra ? K menl - The 3" region overtapps the previously published PSM cONA at 
easxllic t a e T P uta,at,ve transcription start site is at nt#2485 on sequence 

BMXF?n7 1 ?w mt>er refered 10 in this lab,e is in reference to sequence 
683XF107 which is the complement and inverse of 683XFRVS. 



WO 96/26272 



PCT/US96/02424 



54/1 30 




ludo 



SUBSTITUTE SHEET (RULE 26) 



WO 96/26272 



PCTAJS96/02424 



55/130 



o 

HI 

D 

C3 



o o 
i- < 

O O 

o o 

o *- 

o o 
o o 
o £ 

§ 2 
< s 

v < 
< 
o 
< 



cj 
< 
cj 
o 

< 



o 
o 

< 

u 

o 

CJ 



CJ 
;j 

f— 

cj 

o 
o 
o 



o 

o 
< 

CJ 

o 
o 
< 
o 
o 



CJ 

cj 
o 
< 



< 
a 
< 

< 

< 
o 



< 

< 
o 

o 

5c 

o 
o 
< 

o 

cj 

< 
< 
© 

o 
o 
o 
o 
< 
cj 
o 
»- 
cj 

CJ 

o 

< 

u 
cj 



< 
< 
o 
o 
o 
< 
o 
o 

►— 

u 

o 
o 
< 

cj 
o 
cj 
o 
< 
o 
o 



o 
< 
o 

o 
o 
o 
o 
u 

o 
o 

o 

o 
o 
o 
o 
o 
o 
o 
< 

o 
o 
u 
a 
o 

o 

o 
o 
o 
o 
o 
o 
< 

< 

o 

< 

o 
CJ 
< 

< 

o 
< 
cj 
o 
cj 
o 
o 
o 
o 
a 
< 
o 
o 



o 

CJ 

o 
o 

o 
o 

cj 

o 

cj 
cj 

o 
o 
o 

cj 
o 
o 

o 

cj 
o 

o 
o 
< 

o 
o 
o 

o 
o 



9 

< 



c 

< 
a 



• 

2 



o 
o 

< 
o 
o 

cj 



cj 



o 

o 

o 
u 
o 

o 

cj 

o 

o 

o 

cj 

o 

cj 
o 

o 
o 



i r 

' o 



; 5 



>» 

© 

*r i 



3 

© 



3 



I < 



o 



o I 



< 


3 


< 




< 




a 




o 


o 


< 




$ 


a 


< 


>* 




• 


o 




o 


< 


o 


o 


TO 


3 


CA 


m 






o 


< 




• 




3 








• 








•mJ 


< 






m 










o 


< 






< 


• 


< 




< 




u 


O 


< 




u 




o 






• 






< 


— 




c 










< 




< 


< 


CJ 


O 






< 




u 




AC 




© 


• 




C 


< 


>* 






< 






c 


< 








o 


O 


< 


o 


CJ 




< 


< 


CT 








< 






















• 














CJ 




CJ 


c 






< 


• 


1— 




< 










c 


AO 


• 


O 
< 




< 




OCT 


• 

< 


OVY 


0 


< 


3 


TC 


o 


< 




< 




o 


o 




c 
• 


AA 


• 

< 


< 












O 




< 




TC 


• 

CO 


o 










• 


CJ 




o 




CJ 


• 


a 


< 


H 


CO 






< 


• 


< 
< 


« 


< 
< 




< 


•J 






o 
o 


3 
• 
-I 











WO 96/26272 



PCT/US96/02424 



56/130 




WO 96/26272 



PCT/US96/02424 



57/130 



CO 
CL 



CO 

a. 



a^soJd 
Iboijon 



Hd9 



CD 
CO 

HI 

cc 
g 

11. 



VNHl 

aqojd pajsa&pun 



I 



f 



I 

I 



I I 

I 



C\J 

^ 

o 

0> 
CO 

I s - 

co 
co 

CM 



I f 



SUBSTITUTE SHEET (RULE 26) 



WO 96/26272 



PCT/US96/02424 



58/130 



CO 
LU 

cc 
2 

lE 



CL 

CO 

o 



Q. 

O 



CO 

E 



«3« 



CL 
CD 



CM 



o oo co cm 
(,l/\ISd/WSd) xapui jouuni 



SUBSTITUTE SHEET (RULE 26) 



WO 96/26272 



PCT/US96/02424 



59/130 




WO 96/26272 



PCT/US96/02424 



60/130 



FIGURE 39 

10 2° 30 40 50 60 

I 1 I ! I I 

1 TTTCCACACT TGACCAACTT TCTAAGAAAA CCACAACCAC ACAGGCAACC TCAGACT CT~ 
AAACGTCTGA ACTGGTTGAA AGATTCTTTT CGTCTTGGTG TGTCCGTTCG AGTCTGAGAA 

61 TTATTAAATT CCAGTTTTGA CTTTGCCACT TCTTAGTGGC CTTGAACAAG TTACCGAGTC 
AATAATTTAA GGTCAAAACT CAAACGCTGA AGAATCACCG CAACTTCTTC AATGGCTCAG 

121 CTCTCAGCGT TAGTTACCCT ATTTTAATGA TGAGGATAAT ATTATCTGCC CAAATTATTG 
GAGAGTCGCA ATCAATGGGA TAAAATTACT ACTCCTATTA TAATAGACGG CTTTAATAAC 

181 GTATAGTAAA TATATAGCAT GTAAATCTCC TAG CAG ACTA CTGGGATTTC GCCACTTTAT 
CATATCATTT ATATATCGTA CATTTAGAGG ATCGTCTCAT GACCCTAAAG CGGTGAAATA 

241 TTCTTCrrTA CCAAGATACT CCTATTGGAC TTAATACACA GGACTACTCT AAGCTATCAC 
A^GAAGAAAT GCTTCTATGA GCATAACCTG AATTATGTGT CCTGATCAGA T7CCATAGTG 

301 5^STi GTCC ACTCCTGCTC GGAATCTGAC CCGGGATTAG AGTAGGGCAT GGACCAGATC 
GTCCATCAGG TGACGACGAG CCTTAGACTG CCCCCTAATC TCATCCCGTA CrTGGTCTAC 

361 GGTTTAAACA AATTCAATAT CTTCCACTAC CTTCACCTTG GGGTTGTAAA AGmTTGAA 
-CAAATTTGT TTAAGTTATA GAAGGTGATC GAAGTGGAAC CCCAACATTT TCAAAAACTT 

<2: ::acacactg tgctcataac aatcttcatc tcttaaaagg attttattct tcctggtatc 
-.TCTCAC acgagtattg ttagaactag agaattttcc taaaataaga aggaccatag 

4 81 CTCACTCTCA tcccttgtat tccctgctca gtggctgaca cacaagagtt ctttatnwk 

GAGTGAGAGT ACCGAACATA AGGCACGACT CACCGACTGT GTCTTCTCAA GAAATAMNNN 

S4 1 NVJ.'VVKNKKN CATCCTGTTC A7TTTTCAGA TCTCAGTTCA ACCATCTCGT CCTCAGTGTG 
NKVNNNNNNN GTAGGACAAG TAAAAAGTCT ACAGTCAAGT TCGTAGAGCA GGAGTCACAC 

601 CTGTTKNCTC ATCCCTCACT CTAATCCAAG TCTTTCTGTT TTATGCACAG GTTGGAATCT 
CACAAXNGAC TAGGGAGTGA GATTAGGTTC AGAAAGACAA AATACGTGTC CAACCTTAGA 

661 TATTTCCGTT TGCGNNCCAA TCHAATNGTA TTTAATATGC ATGTATATAT GTATGTGCAT 
ATAAAGGCAA ACGCKNGGTT ACNTTAMCAT AAATTATACG TACATATATA CATACACGTA 



721 TTGTATSCTA NGCGATTAAG AACTAGAATA ATTAATAATT GGAAGTCTAG AAGTGG 
AACATACCAT NCGCTAATTC TTGATCTTAT TAATTATTAA CCTTCAGATC TTCACC 
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FIGURE 40A 
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1 TGAAAAATAC ATCAAAAATA CGCATGACAT ACCAGCCTAT AGA~ACGA — r -A' 

ACTTTTTATG TAGTTTTTAT CCCTACTCTA TGCTCGGATA T^CCTCA ATAjUaIaJa 

61 1^11^11^^ TG TATTATTT GTAAAACACA AATTATCAAT ATTACCTCTG ACATTAGGTC 
ATAACAACAT ACATAATAAA CATTTTGTGT T7AATAGTTA TAATGGAGAC TCTaIt'cSc 

121 ^TiTT^ 0 A*"™*!": TCTCTTGCCT ACTTTCACTG AAAAAGAGT- ATCCAAA- - 
TCTATAAGAC TTAAAATTAA AGAGAACGGA TGAAAGTGAC TTTTTCTCAG tIcS^C 

181 ATTTTTAAGT TG C AAA CC AA TTGCAAAATA TTTTTTTATC CAACTTCAA - c-»-r TSW 
TAAAAATTCA ACGTTTGGTT AACGTTTTAT AAAAAAATAG SJJSSgSa C^cSS 

241 SST^TT^ 7 " 1 C7AAGATATG CATTAATTGT TTCAACTAAT GGGTGTCAAA CGAGATG— e 
CCACAATTAA GATTCTATAC GTAATTAACA AAGTTGATTA CCCACAGTTT gSctIcAAC 

301 I^^T^ GGC AAAAA GO AGATCCACCT tcta:?77ca taaagtt* > ct a™ err 
ACTTTTACrr CCGTTTTTCC TCTAGCTGGA AGATGAAAGT ATTTCAAACA TAGAAGGAGA 

351 °ST^ CTCAA ATAAGCATTT AATACATTTT ATAACGAATT AATTA7 GAr~ A~A — TCAAA 
CGACTGACTT TATTC".W. 77A7CTAAAA TATTGCTTAA T7AA7AC77A TATaII~ 

421 I^T^TT JTTTrS^" ATTCAGACTT CTAATTTGC: CTGATTCTGA 

ATTT TAAAv^.^A CAACTTCCTT TAAGTC7GAA GATTAAACGA GACTAAGACT 

^S^S wISS-I SJSrllTSS C ^CAGTG A.-.37A3CC7C AGAAATCCAA 
TTG A TTTTGT TTACGAGAwA CTCTCAAACC CAAAGGTCAC T7CA7CGCAC TCTTTAGGTT 

541 GTCAGACAGC TACATGAAAC 7ACA777A" AGCTCTCTG-" CA-ACACCA- T-ri-r»-i- 
CAGTCTGTCG ATGTACTTTG ATGTAAATGG TCGAGAgIcg" GTCTGTGGTC IcCTCCTATC 

601 rr^^tl "i CCTACAT CTCAC TCATA CCTNNMMJTON NNNNNNNNW AGACCTTGCA 
CCGTCTTGTA CATCGATCTA GACTCAGTAT CGAWNNNNW NNNNNNNNNN TCTGGAACGT 

661 5TT G ^5T TTT AACCTGAAGC AGATAAGGCA AGATTCCACG GTTTATTTAG AGAAATTACA 
CAACCGAAAA TTGGACTTCC TCTATTCCGT TCTAAGGTCC CAAATAAATC TCTTTaI^ 

721 ATAAAGTACT TACAAAATTA GTCCCCAACC ACCTTTCATG GAGCTTTCAA 

CCTAGACCCT TATTTCATCA ATGTTTTAAT CAGGGGTTGG TCGAAAGTAC CTCGAAACTT 
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FIGURE 40B 



7 81 TTATTAATTA TTCTACTTCT TAATCCCA7G CATACAATGC ACATACATAT A7ACATGCA7 
AATAATTAA7 AAGATCAAGA A7TAGCCTAC GTATGTTACG TGTATCTATA TATGTACGTA 



S41 ATTAAAATAC ATCA7TGGAC GCAAACGGAA ATAAGA7TCC ACCTGTGCAT AAAACAGAAA 
TAATTTTATG TACTAACCTG CGTTTGCCTT TATTCTAAGG TGGACACGTA TTTTGTCTTT 



90: GACTTGGTTA GAGTGAGGGA 7CAGGAAACA CCACACTGAG CACGAGATGN KKNNKNNNKN 
CTCAACCAA7 C7CA77CCCT AGTCCTTTGT GGTGTGACTC CTCC7CTACN NNNNNKNNNN 



961 NTAGTGGGTG GGGGGCGGAC A7CAATAAAC AACTCTTCTG 7G7CAGCCAC TGAGCACGGA 
SA7CACCCAC CCCCCCCCTG TAG77A7TTC TTGAGAAGAC ACA37CGGTC ACTCGTGCCT 



1C21 ATAAAGGGAT GAGAC7GAGG GCAANTACCA GAAGAATAAA A7CC7TTTAA CAGATGAAGA 
7A777CCCTA CTC7CA77CC CG7TKA7GG7 CTTC77A7T7 7AGGAAAA77 C7r7AC77C7 



1031 TTG77A7GAG CACAGTGTGT CGN77CAAAA A7 C T TTT AAC AACCCCAAGG TGAACCTAST 
AACAATACTC C7C7CACACA CCNAACTTTT TAGAAAATTG TTGGGGTTCC ACTTCGATCA 



114 1 TGGAAGATAT 77GAA7TTC7 TTAAACCCAT CTGGTCCTAG CCCTATTCTT TGAATCCGAA 
AC7TTCTATA AAC7TAAACA AA777GGGTA GACCAGGATC GGGA7AAGAA AC77ACCCTT 



1201 GAGGTCAAGA A7TCC3AGCA CA "3 3 ACT A CCTG7GATAC C77AGACTAG TCCTGTCTAT 
CTCCAGTTCT TAAGGCTCGT CTCACCTGAT GGACACTATG GAATCTGATC AGGACACATA 



12 6.1 TCAAGTCCAA TGAGAGTATC TGTAAGAGAA TAAGTGCGAA ATCCAGATCT 
AGTTCACGTT ACTCTCATAC ACA7TCTCTT ATTCACGCTT TAGGTCTAGA 
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I GGATTCTCTT GAGCCCTACC TCATTATGAT GTCCTGTTGT CCTACCCAAA TAAGACTCAT 
CCTAAGACAA CTCGCGATCG AGTAATACTA CAGGACAACA GGATGGG TTT ATTCTCAGTA 

H CCCAAGTACA TCTCAATAAT TAATGAAGAT GGAAATGAGG TAAAAAATAA ATAAATAAAT 
GGGTTGATGT AGAGTTATTA ATTACTTCTA CCTTTACTCC ATTTTTTATT TATTTATTTA 

121 AAAAGAAACA TTCCCCCCCA TTTATTATTT TTTCAAATAC CTTCTATGAA ATAATGTTCT 
TTTTCTTTGT AAGGGGGGGT AAATAATAAA AAAGTTTATG GAAGATACTT TATTACAAGA 

131 ATCCCTCTCT AAATATTAAT ACAAATCAAT ATTATTGGAA CTGTGAATAC CTTTAATATC 
TAGCGAGACA TTTATAATTA TCTTTAGTTA TAATAACCTT GACACTTATG GAAATTATAG 



24 1 TTATTATCCC GTGTCA.nCT A CTTTCCTATG ATGTTGAGTT ACTGGGTTTA GAAGTCGGGA 
a:taataggc CACAGTTCAT GAAAGGATAC tacaactcaa TGACCCAAAT cttcagccct 

30 1 AATAATGCTG TAAA.VHNHNN AGTTAGTCTA CACACCAATA TCAAATATGA TATACTTGTA 
TTATTATGAC ATTTNNNNKN TCAATCAGAT GTGTGGTTAT AGTTTATACT ATATCAACAT 

361 AACCTCCAAG CATAAAAAGA GATACTTTAT AAAAGAGGTT CTTTTTTTCT TTT TTT T TTT 
TTGGAGGTTC GTATTTTTCT CTATGAAATA TTTTCTCCAA GAAAAAAAGA AAAAAAAAAA 

-CI TGTAGATGGA GTTT ZAGTCC TGTCAGGCA Z GCNGAGTGCA GTGGTGCCAT CTCGGCTCAC 
AGGTCTACCT CAAA 3T3AGG ACAGTCCGTC CGNCTCACGT CACCACGGTA GAGCCGAGTG 

431 TGCAACCT" ACCTCCCATG TT ZAAGGGAT TCTCCTTCCT CAGTCTCCTG AGTAGCTGGG 
ACGTTGGAGG TGGAGGGTAC AACTTCCCTA AGAGGAAGGA GTCAGAGGAC TCATCGACCC 

- ATTACAGGTG TCCACCACGA CACCCAGCTA ATTTTTGTAT TTTTAATAGA GACAGGGTTT 
tAATGTCCAC ACCTGCTG3T GT3GGTCCAT TAAAAACATA AAAATTATCT CTGTCCCAAA 

6C1 CGATCGATGT TGGCCAGGCT ACTCTCGAAC TCCTCACCTC TAGGTGATCC ACCCGCTCAG 
GCTAGCTA Zh ACCGGTCCGA TCACACCTTG AGGACTGGAG ATCCACTAGG TGGGCGAGTC 

66 i CTCCCAAAGT TGTAGAATTA CACGTGTGAG GCACTGCGCC TTCCCAGGAG ATACATTTTT 
GAGGGTTTCA ACATCTTAAT GTGCACACTC CGTGACGCGG AACGGTCCTC TATGTAAAAA 

721 GATAGCTTTA ATTTATAAAG ACACTGCACA GATTTGAGTT GCTGGG AAA T GCACGGATTC 
CTATCCAAAT TAAATATTTC TCTGACGTCT CTAAACTCAA CGACCCTTTA CGTGCCTAAG 



781 CAGTATGCA 
GTCATACGT 
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FIGURE 43A 
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I TATCCCAAAG 7T7TCACAGC AAA7AAGC7A AGGGAAAAGT TATCTCTTTT TTTCTCTCCC 

ATACCCTTTC AAAAG7CTCC TTTATTCCAT TCCCTTTTCA ATACAGAAAA AAAGAGAGGG 

61 CCAATGTAAA AAGTTATACT GCGTT77ACA TGTGTAGAAT CATTTTCTTA AAACTTTATG 

GGTTACATTT TTCAA7A7CA CCCAAAATGT ACACATC7TA GTAAAAGAAT TTTGAAATAC 

121 AATACCATTA TTTTCTTGTA TTCTCTGACA TGCCACCTTA CAGAGAGGAC ACATTTACTA 

TTATGGTAAT AAAAGAACAT AAGACACTG7 ACGGTGGAAT GTC7CTCCTC TGTAAATGAT 

181 GGTTATATCC CGGGGTTAAA 7TCGACCATT CGAATTTGGC CAGTGTAGAT GTTTAGAGTG 

CCAATATAGG GCCCCAATTT AAGCTCGTAA CCTTAAACCC GTCACATCTA CAAATCTCAC 

241 AACAGAACAA 777T7C7G7G C77A:A3G77 A7G j77G7GG CG7A CAAGAA GCATGCACTG 

77GTCTTG77 AAAAAGACAC GAA7:7:CAA 7ACCGACACC GCA7C77CTT CG7ACG7CAC 

3 01 CG7T7A77A7 TAACT7TCAG 7A7CTT7G77 77 AAA 7 A 777 777ACAAAAA TCT77AC7AA 

CCAAA7AA7A A77CAAAG7C A7AGAAACAA AA777A7AAA AGATGTTTTT ACAAATGA77 

361 ATTAAATTG7 AG7A7GAA77 G77A7AAA7A" A 7G AC 3: AAA CATTTACACA TAGCAAATTT 

7AA7T7AA7A 7CA7A777AA CAA7AT77A7 7ACTCCC7T7 GTAAATG7GT A7CCTTTAAA 

42 1 AAAAA7TAC7 77CA777CA7 77G77AA7A7 A77777C7CT 77AG7GGGAA A IT AAA 77 AA 

TTTTTAATGA CAG7AAAC7A AA 7AA77A7A 7AAAAACAGA AA7CACCCTT TAATTTAA77 

481 AAAA77CC77 7::A77G7CA GACAA7AGGA 77GC7 C7GG7 C7AC7TGC77 ATTATATTTG 

TT77AAGGAA ACC7G A CAG7 C7G77A7CC7 AACGACACCA GATGAACGAA TAA7ATAAAC 

54 1 7AGAG7CTAG AA7CCAA7C7 CAC7ACAC7A 7A3ACA7C7C ANNC7AACG7 AGGACAAT7C 

A7CTCAGA7C TTACG77AGA G7CA7C73A7 A7CTG7AGAG 7KNGATTCCA TCCTCTTAAG 

601 7G AG AAA 77 A 77CCAGACC7 7C77A7G3C7 77AGCCAAGG N7A7CC77CA GC7GGCATTG 

ACTCTTTGA7 AAGG7CTCGA GGAA7A77CG AATCGG7TCC NATAGGAAGT CGACCGTAAC 

661 CAGGCTGACT TCTNCCTCHN AA7CCAGC7C 7CTNTCACAG ATGTGATCCA ACAGACACTC 

GTCCCACTGA ACANCGACNN 7TAGG7CGAG AGANAGTGTC TACACTACCT TCTCTGTGAC 

721 ACAATTAA7C AACTAGCATT CTAAATTTCA ATTCCAGATC TATTACCTTA A7ATGGTAGC 

TGTTAATTAG TTGATCGTAA GA7TTAAAG7 TAAGGTCTAG ATAATGGAAT TATACCATCG 
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FIGURE 43B 



TSl TGAAGCTTTN N7CACT37CA ATTCTGATCA GATATATGAC AATTTTAAAT TATTTGCACT 
AC7TCCAAAN NAGTGACAGT TAAGACTAGT CTATATACTG TTAAAATTTA ATAAACGTCA 



84 1 CTCTAACAAA CGCTTCACCT ACTTTAAATT TAAGCCT 
CACATTCTTT CCGAAGTCCA TCAAATTTAA ATTCCGA 
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FIGURE 44A 
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1 CTCCTTTGGC CCCTGCCAGC TGGCCATTTT TAACCTACTT TACACAGTGT CTTTTTTTCC 
GAGGAAACCG CGGACCGTCC ACCCGTAAAA AITCGATCAA ATGTGTCACA CAAAAAAAGG 

€1 7TATTTTAAA TTGGTTG7TC CAGATTCGCT AATATCAATT TTTAATATTA CACTTAAA^G 
AATAAAATTT AACCAACAAG GTCTAAGCCA TTATAGTTAA AAATTATAAT GTGAATTTAC 

121 AGTACCAGAA CT7TATCTTC AACCTTTTTC TCATTAGGCC TACAACATAG CACATCTCGC 
. CATC^.C.T GAAATAGAAG TTGGAAAAAG AGTAATCCGG ATGTTGTATC CTGTAGAGCC 

131 ATACAATTTC CTTTTCTTTT TGCTACTATA AGCTGCTAAA ATCCTCACAA CATCAGATTT 
TA . CTTAAAG GAAAAGAAAA ACGATGATAT TCGACGATTT TAGGAGTCTT GTAGTCTAAA 

241 AGAAATCTTC TTATTAGTGG TACTGAGCAT TTGCTATTTC CTACCACTAC CTTACAAATA 
TCTTTACAAG AATAATCACC ATCACTCGTA AACGATAAAC GATGGTGATC GAATG7T7A7 

taataagcaa gtagacccca caggctaaat tcctatttgt tctacagtcg aaagggaatt 
attattcgtt catctgg-; 37 g7ccggttta aggataaaca agatgtcagc tttcccttaa 

361 7777 AAAATT TAATTTCCAC TAAAGAGAAA AATATATTAA CAATCAAATT GACAGTCGAT 

aaaatt. v aa att aaa 3gtg atttctcttt ttatataatt gttagtttaa ctgtcagcta 
tttaattttt at3t:taatt gttttccctc attatttata acaattcata ctacaattta 

AAA. .AAC3A TA 7 A 7 ATT AA TAAAAGGGAG TAATAAATAT TGTTAAGTAT GATC7TAAAT 

431 A7TTAGTAAA CATTTT737A CACCATATTT AAAACAAAGA TACTGAAAGT TAATATAAAC 
* AAATCA . .7 GTAAAAA TAT CTGGTATAAA TTTTCTTTCT ATGACTTTCA ATTATATTTG 

::2'H T::AT:: CTCTrrCTAG GCCACAGCCA TAACCTGTAA GCACAGAAAA ATTTCTTCTC 
.37CACG7AC GAGAGACAT7 CG3T37CGG7 ATTGGACATT CGTCT CT T TT TAAACAAGAC 

60 1 77ACTCTAAA CA7C7A 7 A 77 CGCCAAATTC CAA7GCTCGA ATTTAACCCC GGGATATAAC 
AATGAGATTT CTA3A7!T3A CCGGTTTAAG CTTACGAGCT TAAATTGGGG CCCTATATTC 

661 77a:taaatc TGTCCTCTCT CTCAAGGTGG GCATGTCACA GAATACAGAA CAATCAATGG 
GATCATTTAT ACAGGAGAGA CAGTTCCACC CGTACAGTCT CTTATGTCTT GTTAGTTACC 

721 TATTCATAAA GTTTTAAGAA AATGATTCTA CACATGTAAA ACCCACTATA ACTTTTTACA 
ATAAGTATTT C AAAATT CTT TTACTAAGAT CTCTACATTT TGGGTGATAT TGAAAAATGT 
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FIGURE 44B 



7S1 77GG3GGAGA CAAAAAAAGA GATAA77777 ACCTTACC77 A777777 773 AAAA7777" 
AACCCCCTCT CTTTTTTTCT CTAT7AAAAA TGGAATGGAA 7AAAGGAGAC 7777GAAA 



- A - ATCTGG 7 AA7 . A - AA - . * 7 — » 7 A 3 A -> — AA . * ATTTT CA . -j * C 77 . 7CC 
77A7AGA773 TTAA73TTAA AAGGG7 ZT Z Z 7TAACTAAAA G7ACAGGGCA ACG 
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FIGURE 45A 
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1 SKSE S£2S ESsd L™ sssssssd iSSS 
61 2SESS SEEK SKSS 5S SISSSJ 
121 SSSE SS SJSSS5 SE5E 2S22E SSSffiS 
131 3SK2 ESSE SEEK SSSKS JSS2K ESSE 

2U -™ =SHS ™- ,™ 

301 ssss ssssi ssss? ™ s 

§S2S*IJg IS™£7£ ATCCTGCACC AACACTCTCT rrcnTTCTC TCTTTTTCTT 
*" M — - .^GA.VTGG TTGTGAGAGA AAGAAAA5A3 A3AAAAAGA.A 

421 TATTCAATAT TAGACTACAA GCA::.".--- rc A - rf-rrmr^ 

A7AAGT~A~A ATC^CAT < -1 — 1 -2 lCA>J GGTTrcTAGC TC7CTCTCA? 

AXw.._A ATCTCAT... Cv,..„„Ai._ . ;AAGA3TC CCAAAGATCG AGAGAGAG7A 

,,: ™~ sss:™ ^ssss sssss sggg 
Ml sin sses -™ ™> 

601 I CA ^, CTT7C TGCTTTCATT ATTGAAACTT TCCCAGATTT C7— C~TTA A~CTCG~ A t- 
A-7TTGAAAG ACGAAAGTAA TAACTTTGAA AGGGTGTAAA CAAGACGAA7 T^CCgS 

661 5^5T GTTT CCTCTTCCCT GTCCTGCTTT CTCCCATTGC CATGTCCTIT T-~T-~~~rr 

CCTTGACAAA ggagaaggga cacgacgaaa gagggtaacg gtISESS aj^aaII 
721 HIlTITnT TCAC7CTGTT gcccaggctc gagtccaatg gtgcaatctt 

AAAAAAAAAA ACTCTCTCAC AGTGAGACAA CGCGTCCGAC CTCACGTTAC CACGTTAGAA 
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781 CGCCACTGCA ACCCCCACTC CGGGTTCAAG TGATTCTCTA CCTGCCTCAG CCTCC7GAG" 
CCCGTGACG7 TGGGGCTGAG GCCCAAGTTC ACTAAGAGAT GGACGGAGTC GGAGG ACT CA 



5il ACCTGGCATT ACAGGTGCCA CCAC7A73CC GCCTCAT777 3TATTTTACT AGAGA7GGG7 
TCGACCCTAA TGTCCACGGT GGTGA7ACGG CCGACTAAAA CATAAAATCA 7CTCTACCCA 



SCI 77ACA7GCAG ATCAGCTGTT CCGACTCTGA CCACKNNNNN NNKNNNNNNN ATCAAAGTCA 
A"G7A ZZ1Z TAGTCGACAA GGCTGAGACT GGTCNN'KKN'N KNKNTfNNNNK 7AGT7TCAC7 



9 * : 5SE^ GTGC TAGGCTTAGA CTAA77G7GT AATTTCCACA CAAGTGCAAC CTAGTGTAAT 
. CACG ATCCGAA7C7 CA77AACACA TTAAAGGTGT GTTCACGTTG GATCA CA77A 



3::t:aa:-aa tctmnntatg aa7G7ctcga acg77agtaa ctaa7aacaa g7agttagtt 

C jGAGTTCTT ACANNNATAr 77ACACAGC7 737AATCATT GATTATTGTT CATCAA7CAA 



1081 7A7AGATCTA 7CCTAG7A7G 7AGCA 
A7A7C7ACAT AGGA7CA7AC ATCC7 
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FIGURE 46A 
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1 CACAA AAAAA GATTATTAGC CACAAAAAAA CC77GAAC7A ACGCA77AAA ATGTTAATGG 

GTGTTTTTTT CTAATAATCG CTGTTTTTTT GGAACTTCAT TGCGTAATTT TACAATTACC 

61 ATTCACTTTA TTGAGCATCT GCTCATAATA CTTTAATGAG TGCAAAGTGC TTTGAATATA 
TAAGTGAAA7 AACTCGTACA CGAGTATTAT CAAA77AC7C ACGTTTCA CG AAACTTATAT 

121 ATACGTCATT TAAACCTTAC CATAATTCTG AGGAA77CC7 ACCTCCACTT CACAGATGGG 
TATGCAGTAA ATTTGGAATG GTATTAAGAC 7CCT7AACGA TGGAGGTGAA GTGTCTACCC 

181 GCACACGAGG CTTAGATAAC ATGCCCAAAG TCATCCTTCT AGTAAATGGA TA7AATTAAG 
CGTGTCCTCC CAA7CTA77G TACGGGTTTC AGTACGAAGA TCATTTACCT A7A77AA77C 

241 A 77? AAA 77 A TTGATAAGAA T77GA7CTCC ;77A"a::a TCTAGTAGTA AA7C7AAAAC 
IAAGTTTAAT AACTATTCTT AAACTAGACG GAA7GG7;A7 AGATCATCAT TTAGATTTTC 

301 CGCTTTCCAG AGCA7G7GC7 CrTGA7A;A3 77TGA7G7C7 AACTC7CTGA AA7TTTCC-" 
GCGAAAGC7C 7CG7ACACGA CAACTA7CTC SAAC7ACAGA TTGAGAGACT TTAAAAGGTA 

361 TCTTATTTGT CTCACTGGTA 7A7AG77A7T 7777AC7AC7 TTCATACACC 7AC7AAGAAG 
AGAATAAACA GAG7GACCA7 ATATCAATAA AAAATGA7GA AAC7A7G7C-C A7GATTCTTC 

421 ACAGCAGGA7 CAAAGATAGG A777CA777A "3AA7GC77AA ACC77CACC7 A7TTTAATTC 
7G7CCTCC7A "77CTA7CC TAAAG7AAA7 C77A:;GA77 7CCAAG7GCA 7AAAATTAAG 

481 AGAA7AAGA7 7CAGGCAGAC CACCAG7A7A 7377A73G7C CC7GGTTA7C 7TTCACCAGG 
7C7TA.7C7A AG7CCG7C7G C7GG7CA7A7 ACGG7ACCAG GG ACCAA7AG AAAG7CG7CC 

54 1 7GACCGAGAA AGAAAACA7G G7AA7C777A 7GAAATGG7G CG77C77G7A G7T7CAC77C 
AC7GGCTC77 7CT77TG7AC CA77ACAAA7 AC777A"AC CCAAGAACA7 CAAAG7GAAG 

601 AACA7A7C7G CC7T7AC7G7 A77AAGA7GA 7GGA77AAC7 7A77CT7GA7 A7GGGCA7G7 
77G7A7AGAC GGAAA7GACA 7AA77C7AC7 ACC7AA7TGA ATAAGAACTA 7ACCCG7ACA 

661 AAAACAA7A7 ACTTTTACTA AACAGC7ACA GAGAGACAAA 7CTGTTTCCA GACAAACTTA 
7TTTG7TA7A 7GAAAA7GA7 7TG7CGA7G7 CTC7CTG7T7 ACACAAAGG7 CTGTTTGAAT 



721 AGAGACTGAG TGTTCAAACT GAA7AA7CTC GACCTTAA7T GTAACTATAT TTTATGAAAT 
TCTCTGACTC ACAAGTTTGA CTTATTAGAG CTGCAA77AA CATTGATATA AAATACTTTA 
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FIGURE 46B 



781 CCAGCTCTAA GGCAAAACAG AC7CTTCGCT ACACGGCATT TGTCTGTTAA TGATACTCA 
GGTCGACATT CCGTTTTGTC TGAGAACCGA TGTGCCGTAA ACAGACAATT ACTATGAG? 



S4 1 CCTTAACCGT CACTTAATAA TGCTGAATAA* TC7CATTAAT CT3AGATGTT ACTA7GATC 
GGAATTGGCA GTGAATTATT ACGACTTATT ACAGTAA7TA GACTCTACAA TCATACTAG 



ATG Z CTG CT G AG CZ CT ■» j AA^CCC 

TACCCTTAGT GACGACTCGA GAGCTTCGGG 
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FIGURE 49 
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FIGURE 57 
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FIGURE 58A 

-o 2-: 30 40 so e: 

"| ! ; I I 

. TTAAA AAAAAAAAAC 777CT7GGAA AATGTCCAGC TCTTGCTTAA A7ATAAAAA7 

* CGCGGAAT7T TTTTTTTTTG AA-AGAACCT7 TTACAGGTCG AGAACGAATT TATATTTTTA 

GAAAGGAAGA AACAGACTCT CCTCTCTCCA CTCCTATAAT TATGAGGAAC TTTTATTCAA 
CTTTCCTTCT TTCTCTGAGA GGAGAGAGG7 GAGGATATTA ATACTCCTTG AAAATAAC77 

21 C 3 AAA 77 C7ATACAATC TCTACAATAC 7CTACTGAA? AAAAGCAGAG O-AAAAAGC 

GACAG777AA GATATG77AG AGATC7TATC AGATGAC7TA TTTTCGTC7C G7G77777CG 

ol 7GC3CTTTTT TTCGA7AGTC GGGAA7 3 CTT G7CA7CAGTG TAAATCACCA CG3CGCCC77 
AGGCGAAAAA AAGGTATCAG CCC77ACGAA CAGTAG7CAC A777AGTGG7 GZCGZGGGk^ 

CC^AAAG AA7A77A77G 77A77AA7AA ACATGTAGGG TAT7ATCCTC CAC77ACAT7 

AAA G 3 A 77 7 G 7TA7AA7AAC AA7.-A77A7T TG7ACATCCC' A7AA7AG3AG G.3AA7GTAA 

CI AGAAAACCA7 7T777AAACC CGGGGG7GC7 G3C7CACG GG 737AA7GCCA GCACTTTGCG 
— . CG7A AAAAA777GG GCCCGCACCA - Z 3AG7GGGG ACAT7AGGGT CG7G AAAGGG 

A^C""AGA" A~"~3>~C- G3AAGTCGAC AAATCGAGAC CATCCTGGCC A--. CA7GG7GA 
7::3GG7C7G TCG:-::7AG7 GG773AGG7G 777AGCTCTG CTAGGACCCG 77G7ACCACT 

AAG3G3A7G7 C7AG7AAAAA 7A3A.-AAA77 A3G73GGGG7 ZZZZGCGZZC TCC737AGT7 
773GG37AGA GA7GA77777 A7377777AA TCGACCCCCA GGACGGG GCG AGGAGA7GAG 



... — , - — ^ — - x ~ ~ \ ~. ~ Z~ Z \ Z Z Z r. Z Z .-. Z .A.-. 7 Z Z G77G AA G C 3 G Z Z A GG GG GAGGTTGCAG 

gg7gga7:a:- 7cg7:ggact gg37:;t :77 agccaactts gcccctccgc ctccaacgtc 

54- TCAG — aA^ 1 ^"GGGGAGG Z 7AC7GGAG Z 77.G7GACAG AGTGAGACTC CC7CAAGAAA 
~ AG7CGG77C7 ATCGGG 3TGA GG7 3AGC7C3 GACCAG7G7C 7GACTC7GAG GGA377 3777 

601 GAAA3~ AAGG GAAGGGAAAG 33AA33AA33 GGAGGGGAAG GGAGGGGAGG GGAGGGGAGG 
CTTTC;:TTCC CTT CCCTTTC CC77GGT7CG CCTCCCCTTC CCTCCCCTCC CCTCCCCTCC 

661 AAAGAAAAGA ATAC7GGAAC 7TG77GAACG CAGAGAC7T7 ATTTTCATAT CCCCGCTATG 
TTTG7T7TCT TATGACC77G AACAACTTCC GTCTCTGAAA TAAAAGTATA CGCCCGATAw 

72 ^ TCTGGCTACT GTCTTACGTA ATAGA7A7AA AATCAATCTT GGTTCCATTA ACCAGAAGAA 
~ AGACCGATGA CAGAATGCAT TATCTATA77 TTAGTTAGAA CCAACCTAAT TGGTCTTCTT 
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FIGURE 58B 

781 TGAGAAGA7A TATTCTCCTA AGTTCAATAC TTACCACCCA CGGGTAATCA GCTTCGACAG 
ACTCTTCTAT ATAACACCAT TCAACTTATG AAICCTGGCT CCCCATTACT CGAACCTGTC 

841 CACCAOGTCC AAAGACTCTT AAOAGTCTTC TGAC7CCAAA CTCACTOCTC CCTCCACTCC 
CTGCTCCACC TTTCTGACAA TTCTCAGAAG ACTGACCTT7 GACTCACGAC CGAGGTCACC 

901 CACAAGCAAA C7CCATAAAG GTATCCTGTG CTOAATAGAC ACTCTACAGT GCTACAAAC? 
GTCTTOCTTT OACCTATTXC CATAGOACAC CACTTA7CTC TGACATCTCA CCATCTTTCA 

961 AAGACAGACA TTATAtTAAC TCTTAOCTTr CTGACTTCCA ATGACTTACC TAATCTAGCT 
TTCTGTCTCT AATATAATTC AGAATCGAAA CACTCAAOCT TACTCAATGG ATTACATCGA 

1021 AAATTTCAGT TT7ACCATCT G7AAATCAGC AAGACTAATA GAACAAACC7 WAAGGGTCC 
TTTAAAG7CA AAATGGTACA CATTTAGTCC TTCTCATTA7 CTTCTTTOOA ACTTCCCAGG 

1081 CAATGGTGAT TAAA7GAGG7 CATC 7 A CAT A ACATGCATCA CTCATAATAA GTGCTCTTTA 
GTTACCACTA ATTTACTCCA C7ACATGTAT T6TACGTA3T OAGTATTATT CAOGAGAAAT 

1M1 AATATTAGTC ACT ATT ATT A GCCATCTCTG ATTAGATTTG ACAATAGGAA CATTAGGAAA 
TTATAATCAC TGATAA7AAT CGGTACAGAC TAATCTAAAC TCTTATCCTT GTAATCCTTT 

1201 GATATAGTAC ATTCACGATT TTGTTAGAAA GAGATGAAGA AATTCCCTTC C TT CC l ll V C 
CT AT AT CATC TAAGTCCTAA AACAATCTTT CTCTACTTCT TTAAGGSAAG GAAOGACGGG 

12 61 TAGGTCATCT AGGAGTTCTC ATCCTTCATT GTTCACAAAT TAATTTTCCC AAATTTTTCA 
ATCGAGTAGA TCCTCAAGA3 TACCAAGTAA CAACTGTTTA ATTAAAAGGG TTTAAAAAGT 

1321 CTTTGCTCAG AAACTCTACA 7CGAAGCAC2 CAAGACTGTA CAATCTAGTC CATCTTTTTC 
GAAACGACTC TTTCA3ATCT ACCTTCSTSG G77C7CACA? CTTACATCAG GTAGAAAAAG 

1381 CACTTAACTC ATACT-TGCT C7CCCTTTCT CAAAOCAAAC TCTTTCCTAT TCCTTGAATA 
GTGAATTGAG TATGACACGA GAGGGAAAGA CTT7CCTTTC ACAAACOATA AGOAACTTAT 

14 41 CACTCTCAGT TTTCTGCCTT TGCC7ACTCA Z CTGGCCCAT CGCCCCTAA? GTTTCTTCTC 
CTGAGACTCA AAAGACCGAA ACGGA7GAJT CGACCGGCTA CCCGGOATTA CAAACAACAG 

15 CI ATCTCCACTG GGTCAAATCC TACCTGTACC TTATGGTTCT GT7AAAAGGA CTGCTTCCAT 
TAGAGGTGAC CCAGTTTAGG ATGGACATGG AATACCAAGA CAATTTTCCT CACGAACGTA 

1561 AAAGTACTCC TAGCAAATGC ACCGCCTCTC TCACGCA77A TAAGAACACA GTTTATTTTA 
TTTCATGAGG ATCGTTTACG T3CCGCAGAG AGTCCCTAAT ATTCTTCTCT CAAATAAAAT 

'62 1 TAAACCATCT AGCTATTCTC TCCCTCGAAA TACGATTATT ATTATTAAGA ATTTATACCA 
It^ctIS TCGATAAOAC AOGCAGCTTT ATCCTAATAA TAATAATTCT TAAATATCGT 

GGOATATAAX TTTGTATGAT GATTCTTCTC CTTAATCCAA CCAACATTGA TmmWJ 
ScTATATTA AJU^ CAT ACTA CTAAGAACAC CAATTACCTT GGTTCTAACT AAAATATAGA 

17* l? 1 MTACOTAAa ACAGTACCCA OACATACOCC CCATATGAAA AT AAAC TCTC TOCCTTCAAC 
tHwCATTC TOTCATCtXrr CTCTATOWC CCtATACTTT TATTTCAOAG ACOOAAOTTG 

1*01 AAGTTCCAOT ATTCTrrrCT TTCCTCCCCT CCCCTCCCCT CCCTTCCCCP CCCCTTCCTT 

££amotca uaoaIaaga aagoacccoa cgocacgoga gggaacogga ooooaaooaa 
1**1 eeerrrcccr tcccttcctt tcttpcttga cccagtctca CTCTCTCACC AGGCTCCACT 

SISS SSoGAA AGAAAGAACT CCCTCAOAGT GACACACTGG TCCGAGOTCA 
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FIGURE 58C 

1921 CCAQ TGCCGC TA7CTTGGC? CACTGCAACC TCOCCCTCCC CGGTTCAACC GAT7C7CCT5 
CGTCACCCCG ATAGAACCGA CTGACGTT5C AOCCGGAOCC GCCAAGTTCC CTAAGAGCAC 

1911 CCTCAGCCTC CTCXOTAaCT GGGACTACAG GAGCeCCOCA CCACCCCCAC CTAATTTTrc 
GGAGTCOGAG GACTCATCGA CCCT3ATCTC CTCGOGCOGT GGTOCCOOTC OATTAAAAAC 

2041 TAX IVl'lAOT AGAGATGGGG TTTCACCATG TTGCCCACCA TCCTCTCCAT TTCTCGACTT 
ATAAAAATCA TCTCTACCCC AAAGTGCTAC AACCCCTCCT ACCACAOCTA AAGAGC7GAA 

2101 CCTGATCCGC CTGTCTOCGC CTCCCAAACT GCTOCOATTA CAOOCCTOAC CCACCACOCC 
CCACTACCCG SACAGACCCG GAOOCTTTCA CGACCCTAAT CTCCCCACTC GCTOGTCCCC 

2161 CCCCTTTAAA AAATGUTITf GTAATC7AAG TCGAGGA7AA TACCCTACAT GTT7ATTAAT 
CCCOAAATTT TTTACCAAAA CATTACATTC ACCTCCTA?? ATGCCATCTA CAAATAATTA 

2221 AACAATAATA TTCTTTACGA AAAAOOGCGC GGT0CTCA7T TACACTGATC ACAACGATCC 
TTCTTATTAT AAOAAATCCT TTTTCCCGCC CCACCACTAA ATCTGACTAC TGTTCCTAAC 

2241 CCSACTATGG AAAAAAA CCG CAGCTTrTTC TCCTCTOCTT TTATTCAOTA G ACT A TOT A 
CGCTCATACC IlU'l'l'lUC GTCOAAAAAO ACGAGAOOAA AATAAC7CAT CTCA7AACAT 

2341 GAGATTCTAT ACAATTTCAG AGTTGAATAA AAGTTCCTCA TAATTATAGG ASTSGAGAGA 
CTC7AACATA TCTTAAAGTC TCAACTTATT TTCAAGGAGT ATTAATATCC TCACCTC7C? 

1401 GGACAGTCTC TTTCTTCCTT TCATTTTTAT ATTTAAOGAA OACCTCCACA TTTTCCAAGA 
CCTCTCAGAC A A AOAA C CAA AGTAAAAATA TAAATTCOTT CTCCACCTGT AAAAGGTTC? 

2 Ail AAGTTTTTTT TTtTTAAGGC GCCTCTCAAA ACGCGCCGGA TTTCCITCTC CTCGACCCAC 
TTCAAAAAAA AAAAATTCCC CGCAGACTTr TCCCCCGCCT AAAGGAAOAG 0ACCTCC6TC 

2321 ATCTT5CCTC TCTCTCTCCC TCGCATTGGT TCAOTGCACT CTACAAAGAC TCCTOTGCTG 
TACAACGGAG AG A GAGAS CG AGCCTAACCA. AGTCACGTGA GATCTTTQTO ACOACACCAC 

2 581 GA GAAA CTGG ACCCCACCTC TCCACCGAAT TCCAGCCTGC ACOOCTCATA ACCGACOCAT 
CTCTTTGACC TGGCGTCCAG ACCTCCCTTA AGCTCGCACG TCCCGACTAT TCGCTCOOTA 

2 641 TACTGAGATT GAGAGAOACT TTACCCCCCC CTGCTCOTTO GACGGCCCCC AGTACACCAG 
ATCACTCTAA CTCTCTCTGA AATGOOGCOG CACCACCAAC CTC C OCOQCC TCATCTCOTC 

2701 CAGCACAGCC CCGCCTCCCG GOAGGCCGCC TCTCCTCCCG CCOACATCTO GAATCTCCTT 
CTCCTGTCCS CGCCCAGCCC CCTCCCCCCC * AGACCAOCOC GCCTCTACAC CXTAGAGGAA 

2761 CAC OAAAC CC ACTCGCCTGT CGCCkCCGCC CGCCOCCCOC GCTGGCTGTO CCCTCGCOCC 
GTCC7TTGCC TQAOCOOACA CCCOTGCCOC aCGCCOOCCG CCACCGACAC CCGACCCCGC 

2821 CTGCTGCTCG CCOGTGGCTT CTTTCTCCTC CGCTTCCTCT TCOOTACOGG GGCGCCTCOC 
CACCACOACC CCCCACCGAA OAAACAGCAC CCGAAOGAGA ACCCATCCCC CCGCOGAGCC 

2111 GGAGCAAACC TCCCACTCTT CCCCCTCCTC COCCOCTOCT GOOACTOCCO CCTCAOCTCC 
^ CCTCOTTTOG ACCCTCACAA GCOGCACCAC OaCCCCACOA CCCTCAOCCC CCAOTCCACC 

2>4X CGAOTGOGAT CCTCTTCCTC OTCTTCCCCA GCCOCCCCCA TTACGGTCCG CGTAATOTCC 
GCTCACCCTA OOACAACCAC CAOAAGGGGT COCCOCCGCT AATOCCAOCC CCATTACACC 



looi ograAocAcc cctcoag 

CGACTCQTGG CCAOCTC 
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FIG. 76A 



- AAGOTAAAAATTATCTCTTTTTTTCTCTCCCCCAATGTAAAAAGTTATAG - 

- AAC^AAAAAITATCTCTOTTTTCTCTCCeC^ - 

- TGOOTrTTACATGTGTAGAATCATTTTCTTAAAACTTTATGAATACCATT - 

MM MIIMMIM IMIIMIimi INI illll IIIMII MINI 

- TXWWTTTTACAWTGTAGAATCATTCTCWAAAACTTTATCyU^ - 

- ATTTTCTTGTATTCTCTGACATGCCCACCTTACACAGAGGACACATrTAC - 

IMIMJIIIi III I INI III II I I II lllllllllllllllllillji 

- ATTrTCTTCTATTCTCTGACATOCCCACCTTACA<^(ylMA^^lOTAC - 

- TAOaTTATATCCCGaGGTTAAATTCdAGCATrOOAATTTCOCCAGTGTAa - 

MM Ml MINI MMIIlrllMliM I II IIMIilll IIMII II! 

- TACGTTATATC CCGGGGTTAAATTCOAGCAXTOGAATTTGGCCAOTGTAG - 

- ATGTTCAaAGTGAACAGAACAAATTTTTCTGTGCTTACAGGTTATGGCTG - 

llllllll IIMiMIMlMIIMMI Mil llllllill IMIIIIII 

- ATGTTTAGAGTGAACACAACAAATTTTTCTGTGCTTACAGGTTATGGCTG - 

- TOCCCTACAAOAAfiCATGCACTCGGTTTATCATTAACTTTCAOTATCTTr - 

M IIMIIIIIIMNIMIIMMMIMIMMIIIIIIIMIII III 

- TGCCCTACAASAASCATGCACTGOOTTTATTATTAACTTTCASTAtCTTT - 



GTTTTAAATATTTTCTACAAAAATGTTCACTAAAOTAAATTGTAGTATGA 

II illMIM MMII IIIMMMIII II II IMIMIII MIIMIII 

GTTTTAAATATTTTCTACAAAAATGTrTACTAAATTAAAITGTASTATGA 
ATTOTTATAAATAATGAGGGAAAACAATTTACACATAGCAAATTTAAAAA 

I Mil INI I IIMIIII II Illll 1 1 II M III I III II MM Mil 

^TTGl^ATAAATAATGAGGGAAJLACAXTTTACACATAGCAAATITAAAA 



- ATTG17ATAAATAATGAGGGAAJLACAATTTACACATAGCAAATITAAAAA - 

- TTACTGTCATITCATTTGCTAATATATTTTTCTCTTTACTGCGAAArrAA - 

If 1 1 1 1 1 1 1 1 1 1 1 1 Jil f 1 1 1 i 1 1 1 i r 1 i I f 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 

- TTACTCTCATTTGATTTGTTAATATATTTTTCTCTTTACT - 

- ATTTTAAAAAATTCCCTTTCGACTCTAGAACAAATACaAAWTGGCCTCT - 
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Hill 

- ATTTO 



FIG. 76B 



M I! I M ! 1 1 1 M I ! 1 1 1 1 1 1 ! i M I M 1 1 1 M 1 1 1 1 1 1 1 1! ! 1 1 

AAAAAATTCCCTTTCGACTGTAGAACAAATAGGAJiTTTGGCCTOT 



G6CGTCTXCTTGCTTATTXTATTT0TJaSCTAGTCC7A66AAXTAaaUU 

1 1 1 1 1 1 1 1 ILiJL 1 1 1 1 1 1 1 1 J F 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 1 i 1 1 1 1 1 1 1 1 1 

GGGGTCTACTTCCTTATTATATTTGTAAGCTAGTQQTASSAAATAaCAAA 



- TOCTCACTACCACTAATAAGAACATTTCrAAATCTOATOTTCrGACGATT 

IIM1IIM II I1IMHIMIIIIMIMIIII I II IIIIIIIMIII 

- TGCTCACTACCACTAATAAGAAC^TTTCTAAATCTGATCTTCTGAGGA'I 



ATT - 



TTTAGAGCTTATACTAGCAAAAACAAAAGGGAAATTCTATCCGAaATGTC 



llllllll IMIIIMI IIMMIIIIIIIIIII lllllllllllllll 

- TTTACACCTTATACT A CCAAAAACAAAACCCAAATTCTATCOOACATgTC 



- CTTTGTTGTACGCCTAATGAGAAAAGGTTGAAGATAAASTTCTGGTACTC 

II I! Ill II 1 1 1 III II MINIMUM II III! illlllll II! MM 

- CTTTGTTGTAGXiCCTAATGAGAAAAGGTTGAAGATAAAGTTCTGGTACTC 



- ATTTAAOTCZAATATTaAAAATTOATATTACQSAATCraCAACAACCAAT 

III IIIIIMIIIIIIIIIIIIIIIIIMIINI! illlllll I II llll 

- ATTTAAGTGTAATATTGAAAATTGATATTACCGAATCTGGAACAACCAA2 



T - 



TTAAAATAAGGAAAGAAACACACTGTGTTTTCT - 

IMMIIII IMIIIIIIIIIIIIIIIIIIIII 

TTAAAAIAAGGAAAGAAACACACTGTGTTTTC? - 
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